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(54) Title: ANTI-TRAIL-R ANTIBODIES 
(54) SI 0^ (7) « : taTRAIL-Rtiif* 

(57) Abstract: Antibodies against TRAIL-Rl and TRAIL-R2 having at least one characteristic selected from among the following 
(a) to (c) or functional fragments thereof: (a) having an activity of inducing apoptosis of cancer cells expressing TRAIL-Rl and/or 
TRAIL-R2; (b) exerting no effect on normal human cells expressing TRAIL-Rl and/or TRAIL-R2; and (c) inducing no injury on 
human hapatocytes. 
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m m m 

:^mmur^ h~-->7.\zm-¥'t^mmm^'f'^$>^juii^mm (trail-rd 
muii^^m (Tuii-u) ^%nmir ^muiisim^ (trail-r) m^mzm-r^. 

et al. (1972) Br. J. Cancer 26, 239 #BPJ o T^h — -^X\t. S5^;^^U> 

mg imm:BLZsmm) (Dm^t^E(DMmz^\^^x—mizM.^n^iMM.'cs>^[i 

toh. S. . et al. (1991) Cell 66, 233-243#M] o T^j^ h — J: 0 
7^] — z/XfCJ;D#l^$nTb^'5 i:. AIDS. T;i/^J/A-f ^— /\°— 4^>y 

>m. mmm'immmihm. ^mBmitm. mm-^m^'i^'m. m^^m^MM. 

^^[Kataoka, S. , et al. (1996) The Oncologist 1, 399-401#M] o 

"jr-^^y:^] — iyT.commizmtD'Dxi^^^chT^mB^tixi^^ D^m^t^i^^ (19 

93) mmm^ 11, 17, 2324-2328#M] o ^H'(4>^i^^±;i/^: bTtt, ^t^WMM 

■^ikmmrj:^-^^. r^] — zy^.^mm-t^z.^T^mBtixi^^^ i^^m^m^ (19 

94) mmm^ 49, e, ii52-ii57#m] o 
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vX^ii^-r^.tOfg^/O^^fe^ [Schmid. et al. (1986) Proc. Natl. Acad. Sci. 83, 
1881#£|S;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#M] o "T'j7X®Fa 

sxtiFasu:^^> }^(D^mmmt^-E.^m.mm(D'^m^^'r^:^h:^^&. Fasu:«^ 

tg&SoTVi-&il<Ji/$?^'5^<^i^$nTVi§ [Krammer, et al. (1994) Curr. Op. Imm 
unol. 6, 279-289#M ; Nagata, et al. (1995) Science 267. 1449-1456#M] o 

[Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] o 

(D^mz^r)^m-^n^-^^. -e®4''Trt)FasU:^'> F:5tmNF-a®S^#:-e$)^F 
as^mNFRHi, S^a t>>?3 ^Axg^jt^^reaper [Golstein. P.. et al. (19 
95) Cell. 81. 185-186#M ; White. K. , et al. (1994) Science 264. 677-683 

y ^ —^=f-Ym/mm\(D^^ ^ b , fadd/mort u^ig-g- b t ^ x -if 

(Caspas e) -8 ©^Stt^b ^ 51 # S ^1 To ^tt-fb b X — if -8 lrj:DTi^®;^/X 
A°— if^^^l^^Jii^^tt-fblb. «^e5{cm^T# h-v'X-\^:#< [Nagata, 
S., (1997) Cell 88, 355-365#M] » 

ftjfi. iT^®T4^1 — >^X^M#-r^TNF:7T5 U-:9-^5^>^^M-i.$n;^o Wiley 
e> [Immunity (1995) 3, 673-682#M] ^1©^^^^ TTNEISj^Tj}^ 1 — S/Xli • 
^U;!?>HJ yJitMU\z riRAILj i:^^Lfeo ilcD^^tt^;^^ rApo-2U:?!?> 
Fj "X^t. rApo-2Lj t^B^^a^nxv^^ [Pitt, R. M., et al. (1996) J.Biol. Che 
m. 271, 12687-12690#M]o M±:. ^1 (D^^mRAILi bX^H^IH^pfTiSB? 
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Fas U :;fJ > F <t itmt^ D > ^MU l/^;i/©TRAIL^i# < ® t: h T^^m ^ 

mm. miim. mm. mm. /Mi. i^m. mnikv>Am. 
mm. nm) » ^vx\^^<^i)^(Dmmmz:^\,^xm''Mmiz-^^:^n^o trail^^. 

Fas ^ § ^ © ji IzmMt ^mm^\HX\ TNFM#tt T^^h-S^XcfcD 
^)#^{-^< 1 — zy7.^Mm\zmi^t-^^^^t%^-^nx\^^^o [Marster 
s, S. A-. et al- (1996) Curr. Biol. 6. 750-752#M] o 

TuiKDSim^iiL'X. m^-tx\z^'D(D^>A^wAm&^tixi^^^o trail 

-Rl (DR4 % -5 ) S.mRAIL-R2 (DR5ifeV^>5) (D—'D(DS:mmX^%\z^7. 

\^^'^ >^mm\Hmmiz%'Dz.t-^m^-^nx\^^^.TMii-Ri(Dm.^mmtmm. 
^^^jfiLSifc.^. /hm. mm^'^ts}^h(D^<(Dm.m^xmisbBn^o trail-r2® 

nxVi^LPan, G. , et al. (1997) Science 276. 111-113#M ; Pan, G. . et al. 

(1997) Science 277, 815-818#M ; Walczak, H. , etal. (1997) EMBO J 16 (1 
7) 5386-5397#M]o 

TRAIL-R2{cliSS^Wy^:7°^-r ~>>iJ7' (alternative splicing) \z^^ 2^(Dmm 

^^^tlTV^^ [Screaton. G. R. , et al. (1997) Curr Biol 7 (9), 693-696# 
M ; Aral, T., et al. (1998) Cancer Letters 133, 197-204#M] „ 

mm^Mb MRAiLt^. TMii(Dmm^mmt^^r^^m.m^^>/^i^mx$>x). 
^n^xiz^mm(D^mmiz7-^ h—zyx^mm-r^z.h'^m^-^nxi^^^ lgt 

iffith. T. S. , et al. (1998) Curr. Opin. Immunol. , 10, 559-563#M] » 

•^BiZ. m^X-Mt: h TRAILS, t h (D:^®5SlfflaSS:tX?L-lSIBIS^ffi V^fcJM 
^t>X^-7^;V'rgft:^*^bTVi^ [Walczak, H. , etal. (1999) Nature Medici 
ne 5, 2, 157-163#fl§] » IHD <TNFl/-fe7°^ — :7 t 5 U -fcPU. 7^] — 
7.mmmik^W^m- a -I^Fas U > F <h D . TMlUf^^ 7.:^ZSiJ :=i-i7 ^ 
1fJ\^(DlE'^mmizMVxmm^-¥^^Z.hm^7^^'or:L [Ashkenazl, A., et al. 
(1999) J. Clin. Invest. 104, 155-162#M] <, 

;inB<Dm^\z^r). iMimmmmiRmizmm^^mmT^tm^Bnrc.:^^. 

TRAIL ©^^^mESIffl^lC hmmVX^ D n 

3 



wo 02/094880 



PCT/JP02/04816 



^mm-t^^tfim^^n CJo. M. , et al. (2OOO) Nature Medicine 6. No. 5, 

I 

Tz. [Nitscli, R. , et al. (2000) The Lancet 356, 827-828#M] o BTflilfflfiSJ^ 

M'r^mmmmmitmzi^m:^mm^vxmm^mzs. trails b bfc^tLism 
Miiii^xmm-t^m^co^^'mzmm-fi^mf^^n^nrcmgaita, s., (2000 Na 

ture Medicine 6. 5. 502-503#M] » 

^l;i'6fe?¥bTVi^^<Dfg@-t)ttl$nTVi§ [Lawrence, D. , et al. (2001) Natur 

e Medicine 7, 4. 383-385#M] fflftX-TRAIL^^ >A°i7Mo^^ttf^7^f£5if^ 

tiTd [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 

5-562#pj „ M-mmm^mmi^f3:^^^h-^mm-^nr^m.W:PLm¥As^j:^^>\^i-i^ 
m'r^\zhi)^i)^t)B't. MWcM'm^^^-^f3i\^^(Dib^mmmf3inM\tm^-^^izr^'::) 

# ^ :iK# T # •& <Jf -5 /^^ ^ -r 75; V i . 

TRAILS. Tuii-Rmv < muii-nxitz-ti^ (Dmz^izi'^mvxy^ h—i^ 

:ftVXi^if±)V^Xn^(D:^^-±m^f}^\zfs.-DXV^t£^^o ^Tc. yzt^Xy^-^ y ^ 
t:iTRAlL-Rl/R2SiR'[4 ^#JnT § ^ t. X^m']&iimmx ^^iP^Eot^hl^^^ 

mw.\ZM.^fzM^y^'^fifs.'^nx\^-fs.\^o 



mfS.^W^^hU^o la^^Mt: hTRAILicJc-STJit | — -^7.mM^^m^^h 
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(Dm^\zj;:^mm(DmmnmjL\-immf}mw-^n^o 

mm-i. ±ti(D^oiz^(Dwm.-A-^^trimmmiiiyxmm'T^(Dizmmx&:^^ 
#x.sn^o h-^^hTMiKD^mmzM-r^ifii^x^mt. m^^Mt h trails 



mizMi^x^m&i)izy'^h—iy:^^mmv. ^^-3. m.m^}^hiuii^>/^i^M 
2^^B^#e>«. t: hJuii-RmxsmzM't^tfii$i<Di^mizmiyxmMm^vr^ 

oi i7 <^ X ^ t: hTRAIL-RlXt*R2T^^ b> ^ y ^ u—)-)Vm^(Dm^iZ 
:feV^Ttll9$nTVi^^-^-J^rj^^$;i/->a.^<>5©:;5-?i [(1975) Nature 256. 

5 



wo 02/094880 PCT/JP02/04816 



(1) TRAIL-Rl:RtJ^yx^iTRAIL-R2^C|g-a•T•^)i^^#:X^i^®^t^65iTito 

® '14 M ^ # t" ^ ® ^ afe ^ o 

(a) TRAIL-Ri:5^tK/XtiTRAIL-R2^^iibXl/i-§>5SMflajcy# h->^X^M#-r 

(b) TRAIL-RlS:lK/xmRAIL-R2^^5ibTVi-g) t: hiESItBBat;i«^#^S.{^^$ 

(c) t vwcmmmmm^mmi^ix^^^ 

^ ® ^tgfi^if JtTrab o T. QTRAIL-R2 tilg-^-T /OnRAIL-Rl \z.\-X^^\^t^\^-h 
0). &^V^3:(DTRAIL-R2J^lXTRAIL-Rl©M#tC|g-g-r§t)©t). :*:^Hg®irLf$3?: 

(2) JitBfeT:#:ti. V^7X-'TtJ'XA-r yj x'. -^Jx-t^E- 11-13. H-48-2. L-3 
0-10. N-18-12. W-40-5. X-14-4. X-51-12. F-4-8 . G-3-10. 0304XtiKMTRH3 

11-13, H-48-2. L-30-10. N-18-12. W-40-5. X-14-4, X-51-12. F-4-8. 0304X 
tiKMTRU^ck D^^^n^ty ^ u — 'r)Vi}iW-(D^^ y'U^ J ^^uy^^) >G(Ig 

:/U >M(IgM)MT$.^„ ±tEA-1':/U F— ^®5-&H-48-2. E-11-13. F 

-4-8. L-30-10. mA^xsmn.m^n'^tmnmt^'^nx^r^. ^owteitfK^ 
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^mz-^^^-x. t HfFiiflatc^-r^LDsotty^^^o. oiAtg/miiy._b. $f^b<jio. i^g 

/iiil£/.±. $ Sfc^f ti2-10Mg/iiiK ^ e,^::$?^b< filO-lOOAig/mK *fe 

$f ^L<t3:10/xg/mm±. (^y^t^lOO/xg/mmJi) -ra&^o — 2^^§g0in:#: 

XJ*^©^|gW»f>tt5, M^2. 5xlO^S:r/S^S;BtPBl48BtPBl©^f^}^i5V^T. 
IHia (f!jxtiColo205IHBa. U251*ffliaxiiJurkatlHia) {^^^j-T-SLDSOiit/inoOMg/ 
mmT. $FSb< t3:lOAig/nimT, J: SL< tiO. 7Atg/iiimTx ^^.t^iff^ 
b < f^O. 02-0. llMg/mk Sfe^!f tSO. 02;ag/inmT-ec&^o ^bT. MBS 
m. 5xlO'':&IJ?SJS^P^24B#rBlic*3frt^ t hffFm{C^t-§LD50{it/?)^^2-100Mg/m 

MISifc2. 5xl0':^I/^;SPtrBl48^WJc:43^t^^MIS{c^^-r§LD50 
{it:;^)^^0. 02-0. llMg/ffllTa5§la-a■i^©^#:X^^■^(D^tgK}i(Tj^>0^^:*:^i^^C:fe^/iT 

0 ( 1 110—120 At i(DSjiS:^*i?fft)n;fe<h^<DSij^ffiT^§o 

(4) Sfe, 2^^§g®in;#:X^^-^©iltg6^iifjt^S. ;fffiJia^7. 5xl0^:S:DfS^SCB#PHl24 
BtK^C^Stt^b hffFMM{C^-r'5)LD50iii;^^\ IHia^2. 5xlO^:S:rKSJS0^FHl48BtrBl 
tc:fett§MIM{::^^-r^LD50MO2jgiy.±. U'^X^ <\~i^m^VA±.. <i:D$fSL< 
ta:50'f§i^± (r!l;ia'50{§-100j§) , $e»l^$f^b<«100f§J^_h: (f!j^«l00<§-2 

soj^) . $ e)fc$?^u<ti250i§-iooo{g, stj^f ^u<mooo{§i^A±-e$)^o 
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(5) -^Biz. ^mmcDm^jLit^cDmmmmjnit. mm m^it^-}^^^7.\z 



0. lMg/body(5jLtg/kg)-'100Atg/body(5mg/kg)Tafe§o M^it. n-^MhVxm 
p. g/bodyXtlSmg/kg. $f ^ b < mQ u g/bodyX«lmg/kg. J; D $f ^ b < ti4M g/b 
odyXa200Ag/kg. ^ & f;i|r?^ b < ^^1 Mg/bodyXtiSO/zg/kg-T^^o ^fc. 0.5 
/Ag/body (25 m g/kg) ^S#bT feck V^o K#MS<hbTti^ 1 M^)^ D IHI-SIhI 

^B\Z. Um-^t>7s\Z^n^^mm(DijiW (^!lX-^f0304trL#:X«E-ll-13ifL 

(a) lOOmm^Ofi^^WT^ 4~ 6 jl^®S^'^'i'X{^20Atg/-T^X<H#:©ift 

•t ^ Z. t.ffiX ^ ^ o 

(b) 100inin^®je^€Wt"§ 4~.6 jli^^JM y-r>xfc20/zg/^i>Xfg#:cD^! 

(c) 100nmi^®Jtt»^WT§ 4-- 6 Mi^cDfi;i®v'^X{c20;ag/*T':>;^i@#:(Dift 

(d) mm^(Dmm^^T^ 1 2Mi&©M'^^7Xfc25xig/V>XiH#:<55^tlg 
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-V^-^hTct^lZ. t)lfilS#5 Bmz^i^Q 5 %^±(Dmmo:>^^h^^\^MZ.'t^ 



«*tLTti. -xmm. m^m-mm. mm. mmm. m-aa. m^mm 

^m. m±mtm. m^m. mmm. mmm. ^^i^omm. m\^mm. ^st^mii 
«=^ffi. mm^m. m-^mmm. w&m.m. m^umm. m^m. w&^m. 



9 



wo 02/094880 



PCT/JP02/04816 



(7) E-11-13, H-48-2. L-30-10. N-18-12. W-40-5> X-14-4^ X-5i-12. F-4-8 G- 

3-10. o^oA:sLnmm^^^t^^m-^^^Mitn^. Tuii-n\z'^^^^^y i7u~ 
(8) ttriBA-r ^'^u F-v^j§«b> n^n^mmmi)^BTuii-mzm^-r^tn^ 



/ULI t 



jfelS. BM.m. U >Affi. TMflaU>Affi. W^. 



IS. huSlMis. M^ffi. mmM. -^j^-s 



ifiL«ffi. jfiL^^M. liM^JS. Mt^ciffli^®. wMiUfi. m^umm. m^m. 
Wi^^m. wwffi, iti^c^i^ffi. m^m. 'tj^tt^ii. ¥m^^JB> 
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a#l^tfcllil2001-150213^ (2001^5^ 18 HtBH) . S 2^ai|#rP{±im200 1-243040 
^ (2001^8^ 9 BtHUI) ]^rJ^^0*H#t^mii2OO 1-3 14489^ (2001^10^ 1 1 H {±5 



T§?gtt>0^^^'5il<i:«fgB^;^>^ycJ:$nTVi-g) [Griffith, T. S. , et al. (1999) J. 
Immunol. 162, 2597-2605#M ; Chuntharapai, A. , et al. (2001) J. Immunol. 1 
66, 4891-4898#M]o V-^^VU^^^. ^ne>Ciin;^ti"^T>Xfi5feCD t)®-^*-^., 

in;#:tOT^b< tit hin;#:-e$)53. x^^cDm^xit.'^izmmiir^^mmi^ 

iz-Di^^xit. -txiz^m^tix^^^^o 

M*rL#:a:bT«-l'Ay i7'n:/ij >G(IgG), iWIA(IgA). IlIE (IgE) ]S:tJC|HlM (IgM) ® 
Vi-rn(Z)Mfe|!Mi^-^Vie>n3^:0^\ aSJ3:IgG:^^^4:D^ji-r$>^o 

:i^mm(Dmmt. mmm^m^ (tnf) ls^T:^^l — s>xm«'J:«'>f (trai 

L) (D^mi^{TUll-R)lzM't^mi^X$>r). (DTMll-RUzKm-r^iri^. ©TMI 

i-mz^mir^m^. :sLnmMii-MhTRui-n<Dn^i<zKm-t^m^-^^w^'r 

®©ln;#:^ rifcTRAIL-Rltaf^j . (2)J^r/(B)0irL#:^ rjrCTRAIL- 
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(DIMll^m<^^i^:^m\Z-^t)i±XWim-r^m^it. rTRAIL-RlS:r/R2j iV^e* 

>tfe^t^o mmmmh-} Lit. m.^(D-^m i^mmh-) x^-dx. in:#®^ 

m^(Di^m^\'OKK±^m'r^h(D^Mmh. Mc^mizmisila')^ . Fab\ Fab. 

Fv, z^7.)vy 4 \^m^fY. — 2^iiFv (scFv) . RU^Ln^ (om^i^m-^m^f ^n^ 

(D.J.King., Applications and Engineering of Monoclonal Antibodies. , 1998 
T. J. International Ltd) o 

:^mm(D^i^hvx\t. m^it. mm(Dmmmi\z$^m-^n^. bhiRAiL-Ri 
^ ^ aii:s. tj^y X ummt^ ^u^^y ^u—r ^ $ o m 

#^65^M*Afe (site specific mutagenesis) V^T^^SJcJ; D ^AT^ 
Z.h-A^X^^ (Proc Natl Acad Sci USA., 1984 Vol81:5662) o Z.^X\ ^.^h 

it. ^ A/ ^^uy^'^jy^mm-r^mm.'^^mmRnmmMnmm. ^mzmmcD 

^M'^^iz^^'r^-r j^y ^^ny^V >x$>^o 
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iri!¥.(Dinmf^^M&^rcisb<Dmmr^mM mx.it. bovine serum album 
in#) ^(Dm^m^^. >^-mz.}^^l^X^mmi^M (yn-^y\i(D^±x\^^^±7 

hmiWim\z^m-r^. fe^Viti. k hTRAIL-Rl^rn- H-r^]»^A^. X«t h 
TRAIL-R2^n- F-r^tt<g^ ^»Ab. TRAIL-RlxmRAIL-R2^iBflaSM^:r3MSiJ 

BJ o trL#: S il# Ml ^ jt x# 65^^ D ^ ;^ci: ^ +f- :/ ^ ^ 

— H\ -r^yhU^A. -Oi^'i'A. ■T-i7;^5^T>A#(Dj6feM'f«a (J. W. Coding, 
Momoclonal Antibodies: principles and practice., 1993 AcademicPress) , 

<h-T-rs>>. :t>U^y^-r~>>^®'fh^^?£^!l (D. J.Klng. Applications and 
Engineering of Monoclonal Antibodies., 1998 T. J. International Ltd. ; M. L. 
Grossbard. , Monoclonal Antibody-BasedTherapy of Cancer., 1998 Marcel Dek 
ker Inc) . ^B\z. Maytansinoid^©:7°n K ^ y (Chari et al., Cancer Re 
s. , 1992 Vol. 52: 127; Liu et al. . Proc. Natl. Acad. Sci. USA, 1996 Vol.93: 

13 
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iz7^m\zmMvx\^^^m^<Di^m (^n^ (D^i$i-m6i-f':^zs/jLm^mi-^^m.m 
thxium-^n^) . {2)m^.^m^^\zmm^^zLhiz^r)^^^vrc^^^^ stm^ 

^mmr^jim. {3)nmmmm r^xn-x'j ^i^v) <Dmm. 

xu. 'Ey^u—')-)vmi^>s:i^m\zmM'r^rz&(D/\-(y^v}^—'^(Dmm. x« 
A-r:/u F— -^^^itbTciijj^^iRiw^ (8) z.cD^oizvxmM'^nr^'Ej^u 

it(Dm.m. mx$>^o 
(1) 

irLM(hbTti. t FTRAIL-Ri:SLlXR2®lfflia^M:^^fc: F IgGOFc^:^^: ©M-^ 

(i^TTRAIL-Rl-liFc2imRAIL-R2-hFc<i:l/^5) V^^ ;i <h>??^^-e^§„ 
TRAIL-Rl-hFcJtmRAIL-R2-hFcti. TRAIL-RlXtiR2<h t: hlgG(D¥cmm^(Dm^ 

^-^mmmm^zmAh. mnhrcmMum^(Di^m±mib^BmmT^z.t.iz^ 

r)mnx^^o ALEXISa%/5^e>TfrM$nT!/i^TRAIL-Rl-hFc]^mRAI 
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Tmi-nRZSn(D—'Ammit<£^^[lX'^^ [Pan, G. , et al. (1997) Science 276, 
111-113 ^SiD^'Science 277, 815-818#8§ ; Walczak. H. , et al. (1997) EMBO J 
16 (17) 5386-5397#M] (DX\ '^m^\zm^U<D:^miZ.^r) . TUll-Rmm2(D 

^ o 

-i y^XSfT. F^-r >J:; i9C*$ii|iJ®T5 y^^P^ViTht MRAIL-R15:r/R2 
T rTRAIL-Ri:&m2deltaJ ^^t" ^^Ji^ii7 iS^-pEF-TRAIL-Rldel taS: 

lKpEF-TRAIL-R2delta^L929*fflJ3Sf^^Ab. ^ffllSS® fcTRAIL-Rmm2del ta&il 
*J ^ Ji L T V i § IB IS t> 7? ^ -5 o pEF-TRA I L-R 1 d e 1 1 I)^pEF-TRA I L-R2 de 1 1 a 
ti, ^n^n. k hTRAIL-Rldeita^>A°iJ7^:^i3— Hi--5DNAS.O^t hTRAIL-R2 
deltaiJ^ >;^^M_^a— F-r^])NA^> tbtllfflfl^ffl^iS^i^^— pEFneo [Ohashi. 
H. , et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162#b1] ic|a^3Atf;i<h 
JCck D#®-e-^§o TtJ^cb. TRAIL-Rmii^R2^n- H-r^DNA, ^^^-^ 

M:i$^^\zit. pEF-TRAIL-Rl]StlKR2deltaT?L929$HI§^?^Mte$^bT#e>nfe?^ 
K fem^ S ±t « L . pEFne 0 ^ ^ ^ — A ^ n 7ci IB M# $ n ^ :^ T > 

;^TRAIL-R13§^r/R2delta^3^cD5g|I^fgS{C. t MRAIL-RlS:tKR2delta^^®lffl 

aas® Miij izmm b T ^ L929ifflM ^f^MT ^ ^1 # ^ o 

(l)-r#e>n7hin;M<h. y'no H<D^^^b< «:^^^Ti:^a-;t> X^a: 
mKli^<hbT«> k bft5i5©irL#:^j£^t-§|g;fj$r^-r-5 h >7. vain-/ 
et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] fcfBi^^tlTVi-So 
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o fJi^Miz ^ V) n -o :i h-^^i: ^ ^ o ^-r. *fMXtM:9-*iMb;^iam;lt hTRAI 
(3) -^oSiMXg 

LB/cS5tt) 5XU-x'^P3X63Ag8U. 1 (P3-U1) [Yelton, D. E. et al. Current To 
pics in Microbiology and Immunology. 81. Ir7 (1978) ] . P3/NSI/l-Ag4-l (N 
S-1) [Kohler, G. et al. European J. Immunology. 6, 511-519 (1976) ] ^ 

16 
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Sp2/0-Agl4(SP-2) [Shulman. M. et al. Nature. 276, 269-270 (1978) ] . P3 
X63Ag8. 653 (653) [Kearney. J. F. et al. J. Immunology. 123, 1548-1550 (19 
79) ] . P3X63Ag8 (X63) [Horibata. K. and Harris, A. W. Nature, 256, 495-4 

97 (1975) ] uE^m^^^z-h-^m^i^^^o z.n^(Dmmm-^. mmfj:mi%. 
yyj&.zs^-^m}^jkm (^t tfcsj li^^-o) ^m:^rcimi-mQmimzs-y'^^' 

r=:->^1in^r^^m] > :^uy^my)l'^y^^-}& (Iscove* s Modified Dulb 
ecco's Medium ; ]^>^T riMDMj iV^^) ^ y.it^'^JV^y u^^^ (Dul 
becco's Modified Eagle Medium ; i^AT TDMEMJ hi^^o) X^Bi^^M't^'^^. M 



(4) mmm^ 

(3) Tit e> nfe 5 X n — $ $ it § <i: b Tii^iS — ^e^J ^Cff tlT 
fl^lfflM^:^XD--T^:^^JfiL^fig^•t& (M^tiDMEM) . U >mM»^ii:^m 

^\Q:\n&\zf^^^^\zU'^\^. m'h'j^mt^o ±.m^^^^\^. vm\^tzLmmm 

^j:<S<bfe^. M#bfd:5&^^e>lml®50% (w/v)#Ux5^1/>^^U3-;i/ (^^^ 

41000-4000) ^^ti^M^mm^mT't^o -^(D^. rnKDM^mmm^^-D 

>5^> • y :/-7^U > • ^5 (SIT THATJ chV^^) mRZS}ih^ 

u-i=^>-6 (^y riL-6j iVi-5) ^^t^iEnmm (w.t mmmi ^v^^) 
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it>9^> • ifT:n> . TiNXJjNU Ji^5^;i/h^>7.7i^— tf (HGPRT) XmWC^ 

m.mzm^m\zm-^-t^mw^M^T^ ^ u—y^muiym^^o \z. m^u— 

■ 

(6) ^P— X>^7'X@ 

(2) (Dmmt:mm(D^&x&im^^mmt^^ii\z^^. ^mm^^^m^T 

S J: -5 fc^lR bTig*t-^ |5S#^i^?4 . i>c«5^i§it& "t" TJ§« Una x- ^ m 
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-^^T.My^^) F-^H-48-2tt. ^^K13^ (2001^) 5^ 18 B#ttT3SliIfT®:^A 

mm^wm^mm.'m mi'^mmt^^y^- (B2^is^Mm-3< ^^ri^miTgi* 

f 

•TF-4-8tigK#^:*&^TERM BP-7699i:LT> A-f F-TL-30-10tiSfe#-^:d^^ 
FERM BP-7700<hbT. ^p^lS^ (2001^) S^SB^frt-ra^^te^tlTVi^o 
A-r'7^U H — 'T0304«gf6#-^/0^~FERM BP-8037<hbT. /N-r^U F-s'KMTRH^ 
Sfe»-^5?)^FERM BP-8038tUT. ^fifel4^ (2002<fi^) 5^ 10 S #lt*t?H^Wte^ n 

-r^«^«. X@(6) S-^^^WSbX. iJJlT{;ilBm-r^X@ (7)/&^6>in;#:©gi«^ 



(7) A-f :/U F— i7D-:^;i/irL#^cDi^m 

|$^Xti^^M^^^^^}'<hbT#^-r^tri;TRAIL-RlRm2^y ^U—^)Vmt^ 
D — ■^;i/in;#:|»M^^;/ h MAbTrap Gll^^y h ; y^zy^J^yTJV^i^ 
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(8) iJ7 □ — 

&.~f(DJ;:.-^lznv^h-^^'C^^o ST. |SI^?*tbTJl::e-^^;WD-- (Ouchte 
rlony) ELISA?i, XJiRIA?*/5^^#tf e.n§o ^;]/0 - 

[1. 4(0D280) =-r Ay :i7'D:/U >ling/iiil3 <:i:D^ffit-§;5^?*{:icfcDff 5 21^ 

20 
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V zI^Zf^\^^'i^^rzit>(Dm<^tJ::&&LhX. l^M(D^yh m^^t. SPOTs^ 

h <.z^3^/zyx • jt^:t^^ y uzy-x^±m) . jv^^iy^f^m^mi^^r- 
J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES.. 1997 WILEY. P. Shep 
herd and C. Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS. 
J. W. Coding. , Monoclonal Antibodies:principles and practice., 1993 ACADEM 
IC PRESS) o 

mm^^ti'enn - Ft-^DNA^pcRS^ic D mm'r^:^m:^mm-^n^. y"^ 
-f mjMii-mi^m.i^Ty.\^T 5. y mmm^^^mmvrc:^^) rfDNA^. m 

miiVXitJ\'iy^^J F— x':0^e>SiMbfcDNA^^^T'5^<i:;0^^T#^o ZLtl^CDH 

f3, E-mm^i ^n. 7 T — >^DNA u X A :7 T - -Ji)m vf^n^ . 
u (cosj^BM. mmmm) . M^^mm-ti^mi^n^o ' 

21 
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2^^0J{c:*5ViT. iaTRAIL-Riaf^H. mM'^m^^mmh. ^©i:§«t;^^e.fJg 
V. ^CDh9>:^i^:ii:=-y'^mm:^-^&mZ^^n^^)]/^^-A^B'e(Din,i$^mB:'T\z 

m^-f^'ty ^a—^jvm^^±m\zMn-r^z.^%^mxh^ might, g. . e 

t al. (1991) Bio/Technology 9, 830-834) o A-T :7'U F—'^^-r >li h n~cit 
(9) irL#:®ttM 

^-s^^\z%^m(D^m\z^r^-mm-t^z.t.-mx^^ 
— 7> & M « f ^ ^ § ^ o 
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MfE flS © ^ & p ^ |g ^ . TRA I L-R 1 tlR2 ^ il L T ^ jE # 

mm umm^Ri^-^fji^^o 

tiJ^V<m.7 ugMli^T. $ ^{C0^L< fiO. 02-0. 11m g/mK *t>$f^b<^S 
0. 02Mg/nimTTa&§o 

ViTO. Oly^g/mmJi. $f tiO. lMg/inm_L. ^O&^V < m-\Oug/ml. 

$ e>}C$fSb< 10-24 Mg/mK «fe$f «24Atg/mmJtT^a5^o 

±fBb)s.D^c)fH^(Z)^'i4. Tf3iiDt>iE'Mmm. mziEn^mmmm\z\tmm^m 

;itffc:MTMia) X^^^MIS mx\t\i h±mmmmmoio205; ATCC CCL-22 
2) ^iS^b. :^mm(Otri^^mmizmMly^ — ^B#Fb^/M^©MIS©^#* 
^MTTTu/ir-f (Green. L. M. et al. . J. Immunological Methods, 70:257-268 (1 
984)) Xitimry^-ifdiElz^OMl^'r^. 
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iio~i20mi) o :^mm\z^^^x\-i. trifB^#^ mmm.^xwjkzSKft^mrmi 
mm} tmm^^o 

:^mm(Dmmzi:i. ±m(D^^-i:idbo^m\mi^rch^iz. lEm&m cthM 

m) izM\^Xl])5Qm-^m^V£Q. 01 u. g/ml (lOng/ml) J^^Jt. L < «0. 1 n g/mm 

±(Diim^^-t^^(Df}^^^ti^. iEmumzM-r^imQitm^>\^^^^i±:^t-^ 

^lfflfla^cOT§LD50t«ViSH^fili$fflia^tt;0^^^Vi^Vi^§j^Jse). 0.02-0. 
ll^tg/nil®LD50^^1-§ ^bVi„ 2^^§a(DE-ll-13in:#:. L 

-30-10Jn;#::5:D^KMTR ^©t hffPmfc>C;J-T§LD50{ii5J>^^2-100Mg/m 

1 g^JL m^U2-2Aiig/ml. m^V < mOQ fig/ml) . ^^-D. ;)SlffllS(C^T§LD5 
Ott:^^^0. 02-0. llMg/nil©ttM^WbT43D. iE#lffliaici>c>J-f ^^^'14<hJH-«lffll§ 

mmm^^^^^-^^^^^Tc^. lE'Mmmizmr^imomu. mmmzM-r^imohitm 

24: 
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:^mm(Dmmniz^^n^o z. (d ^ o t^mMu. itf^v<it. ^mzm^x. ^ 

^At;i^bX. 10^0. 01mg7^M1000mg-Ir$»O. Z.nB^m. JLi^^miz^^X 

mM. mmmmjLitmmm^^z^-DX^-^T^zLL-^tx^^o 

mmm. ^jtm. u>a°jb. Tifflflau>/ij«. #^'I4#mm. ^m. mmm. ^ 

25 
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-^mm. f-'^iHmm. ipmis. ^Mm> ra^s, mm^m^±&m. mnms m 
m^m. mm~^m. mtmmm. wmtmm. mmmwrn. m^m. nm^m. 

» 

ffl^ ® «-^:^^^#^ b ® -e J: „ 

t 



±m ^ cDCo io205 i;i>c>i-r ^ mm^mmm^^^Tmo 

Jt m ® C 0 1 0 2 0 5 ^ T § ffl ^ M « IS ^ T H o 

±m^(DEmEc\zti-t^mmmmmmk^^'rm. 
^mmmizM-rmmmmmmi^^-tmo 

laSbll. »Mb hirLTRAIL-R2ty ^7 n-:^;i/ijt#: (H-48-2) OColo2055^a? 
0 5 «0fc: hin;TRAIL-R2^y ^7 (E-11-13) ®Colo205S.CKiE 

hMmMmmizn-r^^mm^mmmt^^tmo 
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0 5 f\t. hifLTRAIL-R2^y ^'n-±;Vin:#:(W-40-5) a:)Colo205:Rr/IE 

El 5 g^l. MMt hirLTRAIL-R2^y ^^7 0 — :^;^i^; #: (0304) ©Col o205:&D^IE^ 

EI 5 h a, ISSb hmmkll-n'E y ^ U — '^)Vm^ (O322) ©Colo205S:rJ^^iE^ 

El 5 iU. mm\i hirLTRAIL-R2^y ^ U — ±JVm^ (KMTRl) ®Colo205]S^tXjE^ 

EI 5 j tS. *»^t htn:TRAIL-R2^:y P — :^;i/JrC#: (DIM) <DColo205:R?^^iE^ t 

ElSktl. 5Wi^k hin;TRAIL-R2^y i7D— :^;i/in;#:(0304. i^^^^k MgGirL#: 
*l»n) ©Colo205:Ri;iE^k MfllSIEBia{:r>c^-rsMflS^^«?S'l4^^-rEIo 

El 5 lU. IfMk h^TRAIL-R2^y ^P — :h;i/irL#:(KMTRK "V^irtk hlgGirt 
©Colo205S:CKlESk hfff^KMflSfC^T ^Ifflfl^^^^^tt^^TEIo 

EI6«. fiS^k hirLTRAIL-R2^y ^ n-:^;Hn;#:E-ll-13, F-4-8, H-48-2. L- 
30-10. W-40-5^. ljLtg/VT>7,fi#:7r3|HiP»BS#b:^c<h#.®JE^©:'c#^^a!] 

EI7«. »mk hSn:TRAIL-R2^y ^7p-:h;i/^^E-ll-13^4, 20. mtig/^ 
^XiH'*"r4lHl^# Ufe <h ^©K*®:;^^ $ ^ay^ b;fe^^^^-rEIo 

EI8«. SOOmm^^JiiiSTi^XlCTCif fflSk h^TRAIL-R2^y ^ n-:?-;i/Jn;#: 
E- 1 1- 1 3 ^ 20 M g/T "^7 X iil#:-e3 IHI PS S S# b # ©M* ® ^ ^ ^ U fe^ 

EI9«. mmsi^(Dia.m'^^7.izMly^ ItMk hirLTRAIL-R2^y n— ^;i/in;^ 
0304 & 20 M g/"^ '5' 7. Mf* T3 iHl H 0 S# L <h ^ ©® ;g O;;^ # ^ ^$'J^ b feig:!: 
Sr^-f Elo 

lOf^. 100mm^©fi^-7i>X{:i^^b. If Mk MrLTRAIL-R2^ 7 ^ P-:^;^i^L 
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# 0 3 0 4 ^ 2 5 M g/ ^ 7. i H #: 3 III ^ b <h ^ ® Jtt * (O :^ ^ ^ ^ aiJ S b IS :^ ^ 

Bj ^ ^ jte r § }^ it) © s ^ ^ M 

i^AT, ^jsM^i^T^^B^^^ e>{;ii¥iffl{c:i5a5gt-^;^)^\ ^mm-^^^(Dmmmiz 



Ct^^M^TS y^^^l^ifct MRAIL-Rmi/t hTRAIL-R2 (iJ>^T TTRAIL-RIS:- 
m2deltaj ^V^5) ^J^y^^X^ F^:^ ^ — ^^^bfco TRAIL-Ri:^m2del ta 
^a— FT^DNAJi. PCR?S J; 0 f^^b^Co 

a) hTRAIL-Rmm2^|g^^:$^ — ©iHai 

^MPCR^fT-5 ^M<hbT.^li7tcDti. t: ^TRAIL-RmIJ^R2^n — 

F T ^ cMk^UW-r ^y'^T.^}^^^^ -pcDNA3-TRAIL-RlS:lKpcDNA3-TRAIL-R2 
Tafe-So pcDNA3-TRAIL-Rl]5.lXpcDNA3-TRAIL-R2^1^T©:^l£Tr#^$n7co 
StbTRAIL-Rl MA2^mRAIL-R2 DNA/gr. ^®5' 5(^i^J;iEcoRISH^J^. ^©3' 

^fpbfeo k hMS5fecDNA (ClontechaS) ^^M^bT. TRAIL-RHc"::? V^T 
Uy°^^^~^VX : 5'-CACGAATTCACCATGGCGCCACCACCAGCT-3' mmm^DJ^LZS 
5'-TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3" (@H^iI#^ 2 ) 
.TRAIL-R2{coliTi3:y^'f s'-.t bT : 5' -CACGAATTCGCCACCATGGAACAACGGGGACAG 
-3' (ia^O#^ 3 ) RZS^' -TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' (gH^'J#^4) ^-^^b. y'^^i-fixDM-^V p^^-'H i^y^u ■ 
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;l/x;i/tl:m) ^mmi^X. (94°C, 20# ; eor. 30# ; 68°C. QOm^) XSOit-f 

^ jvovcmm^n-Dfco mm-^nrciMii-immMii-nnm^. EcoRi-Noti 

minthX^mi^. ISl— ^*Tj|?i^$nTVi7tpcDNA3 (Invi trogenft^) 
-fciB^bfco t#e.n/^cy^X$ F&pcDNA3-TRAIL-Ri:S:rJ^^pcDNA3-TRAIL-R2^^ 
^bfeo pcDNA3-TRAIL-R2}:ia^iA^nfeTRAIL-R2^i. jliRfi^T. ^^-f >'>^nc 
cfc 0?^^$nfc2 ■:3(Df^jt®4'-C. 1320bp®cDNA}CZi— H$n§440T5 7 



b) t: hTRAIL-RlS.m2delta^ig^:i7^ — ©PIM 

t hTuii-Rmm2deitmm^^^—^exT(D-:;^m\zxmmiyrco i-35i©t 

5. ymMm^W-OTUll-Rm^^y"^]^. :^ZS. l-348©T5ymiH^J^i$oTRA 

ii-nm^^y^]^-A-'Brj:^mmy°^7.^ }^^i^m'r^r^ib\z. trail-ri:s:ikr2 

^^CDPCR^jS^fr^fco PCR«. TRAIL-RH:ioViX«:tU:=r^iJ7i/:t^Fy^-r 
5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (iB^J#^ 1 ) ^tlK5' -TTCTACGAGGG 
GCTTATCACAGCCTCCTCCTCTGAGA-3' (SH^iJ#^5) TRAIL-R2JC0ViTf^:tU :^ 
^ ^ U^t"^ ]^y°^^ 'x'— 5' -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (SH^iJ*-^ 
3) Jtm'-nCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (S2^J#^ 6 ) 
y°^^-^PfxDNA5}^U if (^ynif-T — ;i^x;i/aaa) . ^lKpcDNA3-TRAIL 

-RKpcDNA3-TRAIL-R2^^fflbT^ (94t:. 20# ; BSt:, 30# ; ]S^D?68"C. 75# 
FbD X 251?--r ^';i/(D^{4^Tffo;to ^ili$n7tTRAIL-RlS:t^l2cDgPi^^:7"'5^ F 
EcoRI-NotlifJtt bT^ilb;t„ ^bT ilCDEcoRI-Notlilfjt^EcoRI .hNotl^m 
xmMhTcmneo^^ ^ — izmf^l^Tzo n^nr^y°^X^ H^pEF-IRAIL-Rldelt 
aS:DipEF-TRAIL-R2deltaai#^ bfco 

c) tn hTRAIL-RlS:a^R2delta^iiiifla(Df^ag 

b) Tf^MbfepEF-TRAIL-Rldelta:Rr/pEF-TRAIL-R2delta^. LipofectAMINE PI 
us ;i/x;|/thM) ^^V^T. L929$HJ3g (American Type Culture 

Collection No. CCL-1) ic^Abfeo jt-fg^^A^-^x^ T;KD:5-^t;iTff o fe. 
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felEISl:G4 1 mm (D mM^m% Lrch(Dlt. 35 1 y ^ y m^O^ S /^J: ^ IMIl-Rlde it a 



^fflViT. ^©•T-a.T;i/fct^oTfT-::jfe [Mat teucci. M. D. and Caruthe 
rs. M. H. (1981) J. Am. Chem. Soc. 103. 3185-3191 o ^•^^) ziy^^ V':t'^}^\t. 

(sc20):^D^^ti MgKmh^>x>^-> (KCo5) ^mmiZ'^m-T^o z.(D^^7.it 

(^)M#^COViT7j^^^^-^#:■r^)D> ^»fe^RJtg/d:14#^-fe#:»fjt (SC20)^^^ 
itf ^'N-^X^/^Tfe D> M^«^W«e>®|g^ (Tomizuka. et al. , Proc Natl 
Acad Sci USA.. 2000 Vol97:722) tCtBife ^tlTV^^o ^fc. ^/^BtiF^Httlga 



mRzs fcmmmm(D'm^\z-z)\^^x:^'Em^^x$>r} ^ b Mg/cSih^>x>?-> 

(KCo5) ^UmT^-^'yT.mm ih^>:^zy:c=iy^^^7.) X$>D. Wi^UFi 
shwilde>®fg^ (Nat Biotechnol., 1996 Voll4:845) }cfB«$ tlTl^^^o 

•^'XcOJ^SB^c cfc (Tomizuka et al., Proc Na 

tl Acad Sci USA., 2000 Vol97:722) tcfBic^ tlfe^?iT^¥lif ifiltt^'fct: h 
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ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000 ; Ishida, 1. 
et al. , Cloning & Stem Cells 4. 85-96 (2002)). &.T(D-^'M^mzm^^Tco 

^Mmmiz\t. ±.m^^x(DmB.mnM^^^i^r^^^7.tj:E (seb ?^ (2002) 
mmm^ 20, e, 846-850 %m\^^r^o u:^. BuiBt: hin:{«^-7'i7x«> mm 



mmmi t hTRAIL-RlS.m2JcMt-^t 1-^/^57 n-^;^irL#:©flM 
RmD^'R2delta^m929$fflJ3S, X«b hJUll-RmzSncDmm^mm^li hlgGl 

^^-x^'^X^;!. l^iigMl-t?f^MbfcTRAIL-Rldelta^iaL929^fflM OxiQ'mm/ 

mm^'m^mz:^mhrco k hTRAIL-R2{c^^-S t h^y i^n — ^;i/tn:#:©p^ 
^Sa^J-^ibT. \:ih^^m^'^^7.\z. ^J£^Jl-ef^^bfeTRAIL-R2delta^iiL9 

^mi^p^iz. immmiz^m^r^mmf^&iyT^o '^Biz&.'r\zm^^mm(Dm.m 

Tc^yA^m^mmm^z-^mvr^o ^fc. t: hirL#:;^^Tt>X^ct: MRAIL-R2® 

^^$tifeT'^X)&^e.l^IiJ^t;/X«U >/^ii5^^f5|-6<){;::^f#L. SSOmg/ml ^ 
m/K*:^ b U "^^A, 50^'ilL/nil ^-^>U>, SGMg/ml X hl/^ h^r-f 2/>:fe^ 
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Lxmm^^mimvr^.—^. 10% fcs (^^^^-^^hi^) s:#tyDMEM±fi{& (^y 

n • lf-T-;i/x;i/%t:M) (i^>^T rjfiL-^f a D DMEM±g±-fej <tVi5) izx. 37°C. 

--^mm SP2/0 (ATcc no. crl-i58i) ^mmizmMmmEMmmTi-m^v. mskm 

htc. S$^g!jibT50% (w/v) ^UX5^1/>^^^U 3-;H500 {^-^)>'^-'^y 

^^^rc\zM'i^\^x^\^^fzL^Mmm}kmm\isL\^2m\z^nx^'D< D^jiob. 

$ ^(::7ffll©^ifiL^fDMEMi§j:te^»brco jS^i^t^. JLm^|J**bT#e>n}^S!6-ar 

-vcDSiR^i. 10%®'^i/^^j,ljfii» (Fetal Calf Serum. FCS) k5}^^-y->5^ 
>(H), T^yy-T-UXA). 9^5 5^X1) (i^AT THATJ ^Vi-5o : 5^ii7^vaM) 
^^WT^DMEMiSm'^'T±§«T^ ^:i:l:i<i; J^fT-r^fco $e>fc. 10% FCS<hHT (-> 
^^"T^fcM) ^ ^^^-r ^ DMEMiti-fi ^ ffl X PS^^IX^ J: D > ^ o — > \z 
Lfco mmi-i. 96^:-^^ ^u^^ ^ — y°U~-h i^i^ h>^-^ ^y^>V>^m) 

t b^y ^n— ^;vin;#:©#m#ittt. t^5z!i-r§®*:Kii^^®^T>;/-fe-r (ELI 
'14 ^ W ^ f ^ 21 1 fc: D o o 

mMM4:sLnmmwibizm^^Eim. mmzmmmQxn^m-r^Ymm^^z^io. 

b b^^ii7'n:/U >rfl (hlgr ) ^^tJ^^t: h^&ifn^V >^il/c §>tb. /O^r^t 
hTRAIL-RlJta^/Xt3:R2tC#Se5;^R^S'l4^W-r§ t h'E J a—j-JV^i^^M 

Mr/^c^^iM^c*D^j-^MJ^M:^^bT^bfe^xmi^^>^c:feViT^i^ 
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:/U H-^^n — >t3:>'>^^;i/iJ7n->&^-r : 1-13, 1-18, 1-32, 1-40, 1-43, 
2-6, 2-11, 2-12, 2-18, 2-47, 2-52, 3-1, 3-7, 3-10, 3-23, 3-33, 3-42, 3-5 
3, 1-13-6, 1-32-9, 1-40-4, 1-43-43, 2-6-48, 2-11-5, 2-12-10, 2-47-11, 2- 
52-12, 3-10-19, 3-23-8, 3-33-7. 3-42-3, 3-53-15, 2-18-2, 3-1-7, E-11, E- 
14, L-30, N-18, X-14, E-11-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N- 
18-12, W-40-5, X-14-4, X-51-4s X-51-12, A-11, G-3, H-34, 1-22, 1-35, J-2 
1, J-26, K-8. K-16, K-57, L-4, P-28, P-36, W-42, X-13, X-60, Z-23, 1-39, 
A-4-27, A-4-29, G-3-10, H-34-2, K-57-12 W-42-2, 0304, 0322, KMTR1:RD?D1M= 
^tl S (D 5 ■feH-48-2tS, ^fife 13^ (2001^) 5>^ 18 B Hn'C^tL^'rlkmXMm^m 



6) 



PERM BP-7599-efe^o ^7t, E-11-13, 



F-4-8S:i;L-30-10Jt, ^^13^ {2001¥) 8^ 8 B #tt'X?JbfB«=K-fe >37-fcH 



fe#^^i, E-11-13)$?™m BP-7698-ea& D, F-4-8;0^7ERM BP-76 
99TafeD, L-30-10/^>^^FERM BP-7700Tife§o ^fe, E-11-13, F-4-843cfcrJ^L-30-10 
l^, W13^ (2001^) 10^11 B#ttT±IB«K-fe>^ — icH^,«feL7to H^W 
f6#-^t3:, E-11-13/^)^^FERM BP-7770l:2& D , F-4-8;^^~FERM BP-7768-r 2fe D , L-30-1 
Od^TERM BP-7769-efe^o 030443=fctfKMTRHi, ¥^14^(2002^)5^10 5 

#tfr±f3^fe-fe>r^ — Jc:Ii|^^f6bfeo a^^l6#-^ii, 0304:^^TERM BP-8037 



T^&D, KMTR1:^^'FERM BP-8038Ta&^ 



t h^^^^D:/u >jg«i/c (igAc) ^wr^. t hifcTRAiL-Ri^ry ^7 

D-:^;i/in;#:XJik hin:TRAIL-R2t 7 ^ n-:^;i/in;#:(D;^m 
t hTRAIL-Rma^R2(Z)|lflflS^M*itt MgGlCDFcffi«<h/^>^^m'&Lfc^>A^« 
(J^T, ^n^n riRAIL-Rl-hFcj , rTRAIL-R2-hFcj iV^-5„ (ALEXIS^tSo 
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%(D%mm) ) ^0. bug/ml vymMm±m:km7K (s^t tpbsj iv^^c ) fc 

mmvrzh(D^bQii\-t-D. EUSkm^n-^-a^ uy'U—h (Maxisorp, p^>^1± 

m (D^^3^)u\zm^. ^u-vmm^^^^mx:'i:~m,-r>^sL^—hh. trai 

L-Rl-hFcXmRAIL-R2-liFc*-7'i'^n:/l/- hlc2&*$i±feo 'A^^T!. ±?f^jt 
T. ^0:i:.)Uz^Uy^>ifmM (SuperBlock (^g^^^) Blocking Buffer. 
PIERCEftM) ^iU:^. mWeSQ^M^-i >^^^-hL. TRAIL-Rl-hFcXSTRAIL- 
R2-liFc}0^^^^L.TV^75:VigI5{4^:/D>;/^ Lfeo ^:®cfc-5fcbT. #^:c;l/^TRAI 
L-Rl-hFcXmRAIL-R2-hFc-rr3— >^^bfe'7-r I/— h ^f^^bfeo 

^-^731;^^ #^®A-r :/U H— -v-cDt^^iW (50/zl) ^SPA. ^-^T-eiBtrei 
S^S^-frTt^. ^«^a:;i/^0. 1% Tweeii20^WPBS(PBS-T)-r2llI^#Lfe„ 

ifTllSfe^nfc-V^iat: hlgAcirCf* (50m 1/^7 
Biosource Internal ionalti^) ^10%yn-/^x— X (i^B^^MMW^^^l 

#^ai;i/(::0. 5M^m (100m l/':>ai;i/) ^JP^. ^f&^±se)rCo «450nni (•#M 
^^S570nm) ©^S^-^-f n y I/- h U (MTP-300, na:^*^:^: 
-r^ii^UT^o ^7t, A-Y^^U F— 'T0304> 0322. KMTRmtKDlMOf^^-r^irC 
«^110(C|3«©;&ri^fflViT:K#b7t|»®ia#:fcJ^ DJnlB^^^fTofco 
^CD^:^. #e>nfe£i:t hTRAIL-Ri:&tKR2tn:#:©5'fe— ^|5©fei:#:©ttM^^l 
S:lK^2lc^r. lX#Lfct ftfiTRAlL-Rl^y ^ n— :?-;i^in;#©it-7^^ 

^XRU^S^^SiStt^^-r^Tfe^o ^2t^. m#b7th hin;TRAIL-R2^y iJ7 n 
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fee TRAIL-Rl-hFcX^^TRAIL-R2-hFc^n-5=-^ y^^'VTc^-f ^ U^U— h (D^O 

^Onl/^x.)l. The Binding Siteft®) ^Jp;^. ^^^T-ClBtM-f >4^^^— b 
Lfco PBS-T-lr3[Hl^^^. KKMWIK (TMB. 100m 1/^7 DAKO^a:®) ^^^^ 

a:;i/^cin;^, ^^aTT20^''W-r >^^^— h b;^Co 'A^^-v. Q.mm.m. (100;til/ 

'^x.;!/) ^iPx.. >RJS^±i5e)feo ^feS450nm (#MlfeS570nin) l?©®^^^v-r 

H— V0304. 0322. MumzsdmoDi'pm't ^m.m^. mmmmzmm(D:^&^m 

-To 



IIM^JlTlllMb7cTRAIL-Rldelta^JiL929^ffllS]&OTRAIL-R2delta^m929i^ffl 
JiSfc^f^. ^ilM4T^#bfe^^y ^D— :^;kin;#:©^i;£;'|4®^f^f^. FACS 
^Iff-etfofco 2Xl0Viiil®MST\ L929ilfflflS. TRAIL-Rldel ta^m929IHBa. TR 
AIL-R2delta^iiL929lfflBa^. l%^-^=^skmAKi . 0. l%NaN3. 1%FCS^^PBS© 
Staining Buffer (SB) {;i??jffi$-&feo mmmmm (100m l/'^n:;!/) ^967^^j£:/ 
1/— h (^^7 h>^V >:/^>y >a$i) {;i^aL^o ^'L-^m (2000rpm. 4°C. 2 
:$^-) bfe^, _htf^^*b. *W!l3-T?t^«bfcA-r :/U H— -^©±g«Ji^» (50At 
l)^iPATM#b, ^K5iaT30^^rBll^ff bTj^^S. (2000rp]n.4°C. 2^) 

bT_h?*^P^*bfeo ^l/^y h^l00Ml/'^a:;i<'®SBT2lEl^^bfe^. 0. 0125mg 
/ml CD RPE^T'^Sfi'^ it ^^ift t Mg AC ¥ (ah' ) ^mi^ (DAKOthM) 30m1^JPA.. 7jc 
^aT30:fe^rBl-<>4^^^-hbfeo SB'r2lHl^^bfc^. 300^ 1®SB(CM# FAC 
S (FACScan. h ^ y >^±m) -l?=&IHHa(Z)m^5S^&$iJ^b7to ^ 
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©M:^. ViT^n©Sn:#:>foTRAIL-Rldelta^iiL929IIHI^xmAIL-R2delta^m929 



h^TRAIL-R2^ y ^n— :?-;Vin;#:^;^±r^A'i'yu F— ^©ig* 

±m^ffiV^T. ^M®IH^-C^^Colo205 (ATCC No. CCL-222) IzM^^mm.^ 



A-r :/U F--Tit*Ji?t^50/zl/'^3i;V-ei)nx.. $e>f^. t htriTRAIL-Rl^y ^ 
0-:?-;i/in;#:Xm:: hirLTRAIL-R2^y ^l=i-:^;VtrL#:75ngG(D±^'&. »^5Atg/ 



>ha~jvhvx. \ihm.mxjuii^y^^^m (dako^lm) ^ii^ftjsioong/mi 



I4n> h D-jV^bX. t hIgG (BiogenesisftM) ^ffiffib^Co 
STt:. 5. 0%^m:^'XTX48Btrflig«U;fem. MTSK^ (Cell Titer 96 AQueous N 
on-Radioactive Cell Proliferation Assay: :7°ny;^ja®) ^M^M^Oz^^Z 

^\/^mmv. x.)v\z20u\'frDmmvrco -^^izzrc. 5. o%M^;tjxT-e2 



490nin mWMmZOm) X(D^ytm^^^ ^ uy°U~ h V 
— (1420 ARVO '^)V'f-^^}Vt}^y^~ : WALLAC^tM) Til'J^b. 5 hn> 

TfB^fCcfc D»{±ib?"c : (%) =100x (a-b)/(c-b) (^4^. a^« 

;^r>x;i/©SiJ^ffl^, bt^MJ!S^x;i'®aij^fii^. c«l^ttn > h n— ;i'©i>x 

t: biaTRAIL-Rl^:/ iJ7 u—irjVm^^M&'t^M :/U H— •^'©J&^i^f ff' 
®, Colo205:Rt;k ME#imKIEBStc>c^-r^^ffllM^^S?gtt^^-rST$)D. 

fc: hifLTRAIL-R2^y i7D— :^-;i/irL#:^m;^-r^A-r >^^U x'cDig^Jt 
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MgG(r)#mK)^U i7 n-:^;i/ifL#:#^#?£T (t htn:TRAIL-R2^y ^ n- 

mMmA7bm%i)-^^%^riT^. t hiJiTRAIL-R2^:y ^J^n— 
^^Mj H--T©j§*±m^fflViT. jE#t Mf^MP^^^IS-rfe^HUVEC (Bio 
wliittaker^tS) fc^if-T^MM^^^Mtt^M^Lfco EGM-2J§Ji^ (Biowhit taker 
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n-;i/<^bT. thIgG (Biogenesisth®) ^^fiffibfeo ST^C. ^.Q%mm.^'7sT 
-CimmmrnvrcWi. UIsmM (Cell Titer 96 AQbeous Non-Radioactive Cell P 
roliferation Assay : yn^:«~%t:M) ^mmm(D:^mz^\,^mmV. ^^3^)Uz 

nni(#M^feS630nm)-r©®7^g^T-r:i7n>'V— hU-:$^^-(1420 ARVO 
^;i/:i?'j7>^— : WALLACES) -efiij^b. 5 hn>FUT©M5ctg^fg11<hbT. 

|g:P:^0 4fc^-ro t hin;TRAIL-R2^:y ^n— :^;i/in;#:i|^'|4n> hn— 
<DM:^it^5(^^llI — ai/^ci:D. t hin:TRAIL-R2^y i57 n— :h;i/Jn;#:;&^WEC*fflM{C^ 
L T{««f4 & ^ $ fj; ;i t ^ fj: o 



^A-f^^U -^©ig^im^ffiViT. lE^t: hffP HKIfflflSHuinaii Hepatocyte 
(ii/.T THH^BSMj <hVi-5) (Tissue Transformation Technologies^tM) \z%i-r 

^m&^mmm^^m'^x^r^. '^'fw.i^mmu^zTci^mm'^. zmum^ (ce 

DRAa^) ^ffiV^TT. 5XlOVinl©MfC|«Sbfef^fC. :^}Vm ul-f-D^^ 

M) ^#^:ii;i.}clOMlToj]nx.7to IS'i4ri> hn-;i/<hbT^ k MgG (Biogen 

esis^hM) ^liffibfeo 37°C, 5. 0%Mm:^^XTT24BtrBlj:t*Ufcm. »j[^T 
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hiiiTRAiL-RmrXR2^y ^n— :^;^ia#:c9^Mtti^AT(D::;^?i^>ff ofco t hiriTR 

kll-RlRZSn=E y ^ u — i-)]/mi^^^t^mm±m^mp Protein A (T^z^^J:, 

yT)v^i^rn-^'^'T^^w ^d^o. 8x40cni o^^^^v^-^m 
v&mmm^hi.x?^s. mthmmmiii^xQ. q2u ifvi^ymm-^ (ph 3) ^ 

^l.iTT:7^:^-7=-^— ^ttl®^«lM Tris (pH 9. 0) ^^JP bTpH7. 2 
#3£^;iiiSL7to mU-^ tir^inm^m^. mmm (lOOOO;^;^^ h> spectrum Labo 
ratories^iiM) ^ffl ^/iTPBS^cSml^^ Jim. 22 iim (D ?^ yy 4 JV^—Ml 

LEX-GV (^UtJ^TM) Ts^mmmV. HMt hirLTRAIL-RlSim2^y^n— :^ 
;l/^f*^#fco «mirL#^©iftS^i280niii©®7fea^il'J^b. Img/ml ^1.4 OD t 

t hmTRAiL-Rmm2^y ^p— ■:^;^^^^#:^#t^^t«Jlm®ii^ai^T®>^?i 

(CTff-Dfeo t: hin;TRAIL-RlS.rXR2^y i^7D— :^;^^#:m;feA-f F — 

T^lOng/ml Recombinant Human I L- 6 (R&D SystemsftM). 10% Low IgG Fetal B 
ovine Serum (HyClonelta) ^WeRDFi§ifi mW.mm±n) \zB\ih\^rci. CLCDiH 

t 

U> (5/zg/mK If— r— ;i'x;i/%fcM) . x^y— ;pt5> (o. oimM. 

^^vftM) , :i5-trl/>m:^ h U -i^A (2. 5xlO-^mM. i^^^^^U) . lOng/ml Reco 
mbinant Human I L- 6 (R&D SystemsthM)^ 1% Low IgG Fetal Bovine Serum (HyCl 

±m\^. lOum ti^.2nm<Dy 4 (^>^>-y--r x>;^^l:®) \z^\^. A-f 
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•iffiiifflis Co io205 (ATcc No. ccL-222) ^zMT ^mmMMmmt^miMi^r^o 

10% FCS^^mPMIl^j*Ttg*bTVifeColo205IIBIlS^2. 5X 10Vnil©itSJ;ilSIM 
00. 1000ng/inl{cfcj:^ct-5(clO/x $ & fd-^^^^in: t MgG (r ) #^ 

(r)#se^}:^^U i^o-:^;i/^#:^ttL.;^Vi^7a:;^^f^®bfeo lift 3i> hn- 

;i/^bT. t Ma4^^TRAIL^>/157K (R&D SYSTEMS^tiS) ^^MSO. K U 10 
ng/ml-r^^b;^o It'ltn > > n— bT. t htn;HSAln:#:&M bTto 37°C. 

O^SJll^^afefeDcD^S^S 1 2 OjLi l-r&ofeo T'j::^. 0 3 0 4 <tKMTR 1 

-^ViT^i. i> nT^U >^--e*^-V^trLt MgG (r) ^7 n— 

®RJ^;;^$>}^D 10m l-TraboJ^o MTSist^ (Cell Titer 

96 AQuEous Non-Radioactive Cell Proliferation Assay: y'u^:fy'^m) ^Kl 

m<D:&mz^\,mmv. ^^x.jviz20p,i'r^mi3nvr^. $e)tc37'c. 5.0%^ 

:7°1/— h U-i?7^- (1420 ARVO "7;i/5^^^;i/;^7'^>iS7- : WALLAC&^) Tiiy^b, 
® ^ ta:^ Wl 7 i 1^ il Tcj: cfc D # m b o 

:klZ. ^MM10;0^e>t#^n7tt hJn:TRAIL-R2^y ^^-:^;^i^L#:^ffiViT. HH 
IBIS (Tissue Transformation Technologiesthi^. In Vitro Technologies^ 

®) \zM-r^mm^mmmik^miMi.r^. ^-rmmEmm^^ixz-emmv. cm53 
Qomm (CEDRAftM) ^m^^x7.5xiQVmi(Dmmizmmiyrc.mz. #>^:c;noo 

^ y=^yvy^±m) td^^ftbfeo 37°C. 5. 0%;^m:«^XT'r4. 5B#rBlig*bfe^. 
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stmm^ (-f>->rLU> (2Qu.g/mU S^^^-Tt±®) . ^^;i/:^jrf> (7ng/mK ~>^/ 
^^m) . }^un)P^V^y (7. 5Mg/mK zy^'^^^m) . t hEGF (20ng/niL 

tAch-^cD^/iKl^^TtDO^Mfil 2 0 M 1 Tfeofeo T'cS:^^ 0 3 0 4<hKMTR 
l^coViTti^ iJ7nxU >:^-T:ab§-¥^in;t: MgG (r) □ — 

^^b. ^^:cjuiz?Bs^m/jLm:^. ^BizTiiton i-m^m:mmQ.s%izrsi^ 

J;-5{Cl0^il/'>a:;i/-einx.fco 37°C-eiBtM#ttL^#TVi^HH|ffllSS^^$-&. 
DHT^y-fe-r.ffiM^ (CytoTox 96 Non-Radioactive Cytotoxicity Assay: :/np^ 

:^fa®) ^mmm<D:^mizm^mmi^^ ^^^^jnz^otii-r-Dmrnvrc. yu— 

0 ARVO -t;V5^^^;1/;^t>>^- : WALLAC^tM) ^CTW^bfCo LDH®#*IStt^ 

5 a~lMrJ^(c^ 5 Ic^-To mSfccfeV^T. M^tLT^,^ (-#-) 
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lo205, :S:IJ^^iE^h hlf^K^iaBS^:!^^-^^^^!^^^^?^^ (LD50ffi) ^^f^-^ 
S)-g>o :;^J3i-SmColo205JC^T^LD50Mti. 96?^¥Ey I/— h ©lA^fe D 100 

in; DIESIS JP A . Kin;#: i: ® ^ jiSBffBl /0^^48Bf PbI ^ b 7t B# ©LD50{ii T & § o 
IE#t MTHKiiBaf^MT^LDSO^ittt. d&yi^m-^U- hcDm^cD m uKD 

'14 3 > h n ^ i:b^ b T 0J e Col o205«fflia f^lHfl^^ & ^ ^ 

3. L-30-10. KMTRHi> t: Mam^MTRAIL^If i^in:#:H-48-2^1;bScbT> fc ME 

^fc. KMTRU«»J4©l§:^J;DTRAIL-Rl<^:TRAIL-R2t®Ml/-fe:/iS7-l;i^'g- 
T§.:i<i:75^^§g655^i7^=£-3T*5D, ;iOifL#:f^TRAIL-Rl<i:TRAIL-R2i:C0^^-&6CDl/ 

il^l-lr. L-30-10filOMg/nil^BTIBflS{c^ilPLTfe^#^50%£^±^^L;^^:i 
50^e>. L-30-10©LD50tilOMg/nim-lit?2fe^o tn;#:M:&lK^^?^^ :y h b 
;^^7^^:775^e0!/ftft#fci;aLD5O^5^J57t<h<r^. 24Mg/inl ch^m^tlTho ^f^. 

0. 1 n g/inl ^Bfrnmizmu b fcf^,'^-e^#*/J>^^50%jy.T-r ag. o e> . 

F-4-80DLD50tiO. l/^g/mmTTfe^o L-30-10ailHl^{C|Hl»rh^{C^':3^(^iTLD50 
^tl-^bfclgm. 0. 002Mg/ml^fftB$tXfec KMTRi:S:lXDlMODLD50ti. ife^ClO 
/xg/mm±t?fe§il,h^lS^b7^o -V^irCt MgG(r)#M&9#U ^n- 

:^;^6^;#:^«bTV^/j:V^B# (SIT ^m&om} i^r^) . KMTRUllOOAi g/ml® 

lESb hJifmBa©LD50yO^Xolo205lffliacDLD50©fBljS-efe^:0^. ^©It (N 
/Cl:b) SsR^fco -^(Dlg:^. *iSin;#:E-ll-3KN/C=25. 45 (10f&J^±) . DlMtWC 
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=&m±{im&.±). Qmmn(Dmm/c-bo aoB&.±) . L-3o-iotiN/c=24o(i 



5 



MMt hlrLTRAIL-R2 




Colo205 


N/Ctt; 




LD50 (ug/ml) 


LD50 (ug/ml) 




E-11-13 


2. 8 


0. 11 


25. 45 


F-4-8 


0. 002 


0. 02 


0. 1 


H-48-2 


0. 12 


0. 15 


0. 8 


L-30-10 


24 


0. 1 


240 


W-40-5 


7. 47 


0. 7 


10. 7 


0304 


0. 002 


0. 02 


0. 1 


0322 


0. 06 


0. 04 


1. 5 


KMTRl 


>10 


0. 04 


>250 


DIM 


>10 


0. 15 


>67 


0304 imw 


1 


0. 02 


50 


KMTRl (mm) 


>100 


0. 1 


>1000 


t hmm;^MTRAIL 


0. 25 ng/ml 


2 ng/ml 


0. 125 



U251^fflBS mmmmm^. mmi^—>J^>^ no. RCB0461) . Jurkat^Bia 
M't^U.^XU. %yi^j&y°U— h^iyvCafefeD lOO/ilCDigitlCl. QxW(Dmm^ 

mmv. 37t:, 5% cQ2#?£T-eig«b, mi^^^BmMv. mmmmTizAsmm 
u—h(Dif^^r^v)mtJ.i(Dmm\zA.Qxw<Dmm^mmv. irL#:^»b. 37°c. 

5% C02#&T-e48^rBli§«U7c^(;i|fflM(D^#^&tIiJ^brCo #irL#:®LD 

E-ll-13®U251IHflSl;i^>fT§LD50:0. 3. JurkatlfflM^;iMT^LD50:0. L 
L-30-10®U251IHfla(CjCtT^LD50:0. 17. JurkatlfflMJc:M-r^LD50:0. 13o 
H-48-2®U251lfflJ3atr^-r§LL50:0. 24. Jurkat^fflBSlC?^iI-r^LD50:0. 07o 
F-4-8®U251^ffllS}cMr^LD50:0. 03. JurkatmJc^^T^LDSO :0. 004„ 
W-40-5(Z)U25lMJc:^-r§LD50: 1. 0. JurkatmJC^-T^LDBOiO. 48= 
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u^mm'^'y7.5$>^\^^it7 m^mtvxm:^nvrz. mm'^'>7.(Dm.s&\^iz. 

ffij«<D;^#$^t|iJ^b;^Co Jn;#:C»l^'l4r3> h D— ;V (Control) iibX. 



^±cD^a®Mi&^iii 6~ 1 otc^To mm}i hmRkii-R2^y if u—-^ Jim 

#:E-11-13. F-4-8. H-48-2. L-30-10. W-40-5^lMg/^^X®#:T^^U;feS^Tr 
H-48-2lCjIli^m/0^^^e>n, E-11-13. L-30-10. F-4-8. W-40-5®JiS-t:in:M 



^mf}^^mMvx{P^f3:< t^nBm\tmm^m\-wmj)^f)mm^rir:i (h-48-2 
E-11-13^4. 20. miiE/-^'y7.mi^x^-^hr^mx\t. i^-^i^tc^^x^x 

f)^^mMvx{i>tji< hhnBm\tmmmm--Mmmi^f)mm-^nrcio 20/j.g/'^^ 

§ ® "Jif*^ © ^Bt ^il^ a D X o o 
150IlI^#6Bm 3 BJCMS) OQ ©spj^^i 64. Siiun^ 

ioiHis# 8B^ (0 7(^i5B izmm) (Dmm^m(D^i^mi. zmK 
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?XIIfiI^^2B^ (EI8(D1 IBICM^) ©Mife#:M(D¥J^t5246. 9iiiin^ 
IDlHl^^4 Bm (m 8 © 1 3 B (c^^) ©Mi»|2^fl©5p±£i^il81. Smm^ 
IOlEl^#5B# (m 8 ©1 4 B^CM^) (DJil^#:?I©^±^t5146. 2]mn^ 
IUlHl^^6Bm cms ©1 5 Bf;i^^) (Z)MiK#:a®^±^«110. Smni^ 
lOmS-^TB^ (08©16B^c:M^) ®«i»^fM©¥±©ti82. Tiiim^ 
DOtHlK-fef- 9Bm (I218©1 8B fcMS) ©MlKM©^iSiti57. 5mm^ 

13B^ (I218(D22B \zWM) ©JBi«#:^I©^±^til08. Imm^ 
IO[HlS# 15 am (I1I8CD24B fcM^) ®fi;»#:a©^^m27. Smin^ 
^;OlsI^# 18B^ (EI8©27B i^lM^) ©|t-&#:?IcD^i^til63. Smm^ 

^ ^ ^ -r -5 il J^)^^^ ^ tl ;^ o 

0304in;#:©^g'l4Wffit3:jeAT©#}cfT'3fe= 6 jl^OBalb/c^— FV'^X (0 2^ 
i'l/y (*) tiJ^DliA) ©WSI^^T^c. ^liMiaColo205^5XlOV^':>X'lia 

■^b. BS©;^§$^iaj^bfeo 0304^20 Mg/^'i7 7.^0^1? 3 laPffi a fe-^ (^flt 
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*ZIIlIg-¥2 HIii (09® 1 0 S^CLM^) ®JM-»#:?*®¥±^H142. 092mm^ 



izum^^yT.m^m^hxm^nvr^. mm'^^x<Dmm}H\z. mm^i^ 25 

X^rcio Jn:#:©Ptttn> hn-;V (Control) ibT. iWj*® t hin;HSAJn:#:^^^ 
Lt^o 0304^25Mg/^^XWe3 |eI^# (^ffilOB^. 13 0^. 1 5 B^^ 

Bti: (SI OcDl 3 B\zmm (DM«#:^®^J%ti54. 626nim^ 
^;DlEl^#5Bm (SI 0(D1 5 Bfc^^) ©ffia#:a©^J^ta:32. BSTinm^ 
Wm^-^ 80m(SlO(D18B (CM^) ©M«#:^t©¥i^J3:15. 895^lm^ 
Wm^-¥1 2 0^ (SI 0(^2 2 BfC^S) ©Je-K#:«©¥±^^il4. 377inni^ 
Wml^-¥1 5B^ (S10<D2 5BJCM^) ©«i»#:^©¥±£ft^26. 654im^ 
Wmi^-¥1 9 0^ (SI 0®2 9 Bfci^^) CDJBi»#^®¥±^^^27. 565Bim\ 

5Bm (S100:)35 B{;:MS) (D«>J^#:^(D^±^^d:30. 802mni^ 

wm^-^ 2 9bwl (S10CD39B iztm) (DmrnrnMcD^i^mi. mmK 

I0I1I^^3 2B^ (S 1 0® 4 2 Btdi^^) (DmmmM(D^i^m2. mm\ 
?U|lf^# 1201^ (S10©22B frl^S) {c:. 5 3 EE-eB^©?^^;0^^^ 



49 



wo 02/094880 PCT/JP02/04816 

Tj:^. m9RZSl OiZ:^\^^X. rvehiclej U mi^'&^-^'t^\z;^rcVmM'^ 

bT^ffi bfePBS (200 At 1) ^^iTo 



0304. miUUM^Ml 1 (C^SV^T^^nTVi^ J; -5 fc. ifLi$¥ll©P^J-*5 

mm b T § mm izi^m-r § ms. iznt- ^^mjiw^mM. w \zwMmmi!hmm 



mum 1 3 i^Mt hin:TRAIL-Ri:&mRAIL-R2^y u — ')-}V^^(DTU\\.- 

Ri:S:OTRAIL-R2 Jc^^-r S M-n-SifPtt 

^Si^^!llO/0^e,#e>n:feMMt h^RAIL-R^:/ n— :^;i/m#®TRAIL-Rf:iM-r 

u.'r\zmm-r^:^m\z'i>t'DXMkZQ^^ 2000 (tfT3T^5?:^a 

1) TRAIL-Rl-hFc, TRAIL-R2-hFc(0EI^'fb 
TRAIL-Rl-hFcXtiTRAIL-R2-hFc^lOiiiM Acetic Acid (pH4. 0) T-j^jtJglOMg/m 

'mMMmmmm(Ol5m\Z'^'D fee TRAIL-Rl-hFcS:mRAIL-R2-hFcO:^j ^ U 
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RAiL-R2-hFc/&t495. ARwrn^ih^^tifz^ hfjmm^nr^. 

2) 



20/zg/ml©MMt hiaTRAIL-Rl^/i^n— :^-;l/irt{2^ 2-6^. TRAIL-Rl-hFc 
^'fb b fc-fe >1J— 2^mmu L . irL#::^>nRAIL-Rl-hFc b ^ i 

^mmvr^o so mi NaOH^15#rBmjPb. M-a-bfetrC-f^/^^nRAIL-Rl-hFc 

l^Tz.. #feb;fe:TRAIL-Rl-hFc}C^b. ^5120/^ l/^^-Tr«Mt hiaTRAIL- 

Rl.^ 7 ^7 □-:^;l,JrC#: 2-6^KINJECm (l^^r^m^. l^^K^Mi) Tf^SnbTt 
^fc50 mM NaOH^15#PBl^iPb, TRAIL-Rl-liFc^S^$i±^. ^Vi^it-l' ^i?;!.^ 

NaOH(D15#PHl^JP7r. TRAIL-Rl-hFcyO^^^^g-T^ Z. ^f^Kn^-^H^ Z iimM^H)^ 
hU^r^io mm.(Dm.m^. TRAIL-R2-hFc ^m^it.Vr^'iLyV—^y y" ii20 /Lcg/m 

3) mKffmmi 



mm\ihmMii-wEy ^ x2—ir)vm^ i-i3> 2-6. 2-\2^^n^nms-E? 

(lfTnT1*5^#aS) 2. K 4.2, 8.4, 16.8, 33.5, 67.0, UA. OmzmW 

m) <&ffiViTJii{;i»Ob, ir>it-iif 5A&^#bfeo mUlz^ If ®t hirCTRAI 
L-R2^yi7D-:J-;VK#: E-11-13, L-30-10, H-48-2, F-4-8, W-40-6, X-14-4^ 

■^n-e'nHBs-EP i\iT:27m^^^m) t\ 0.52, 1.05, 2.1, 2.09, 4.19, 8.3 

^miz'^mmKv. ^m^o:>mmmm^htm2Qiii/6^-vi{wmm iz^m^^^. 

2^f^mm) ^^ViTllitcmjDb, -fe>th-^'^A&IX#bfeo ^^mz-z>\,^T. 
^tl^^n©-fe>it— ^^^ASffiViT, BIAevaluationV y h ver3. 2 (IfTny^ 
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tCct.Dkinetics|?^lf^ff ofeo Fitting model .hbTBivalent model 
^/B^iTGlobal f itting^frV^. M^3S^^^> mmmm^^^^isbr^. ^Tc. 

zLCD—'DCD^'m^^M-m-^n^mm^'^ iMim ^^mbTto 7^=^*5. fitting^:: 

©Tafe^o |g^&S6S:i;g7 fc^-fo ^4'®kassJlM'&?iS^^^^ kdiss^ 



m. 6 



iitmt hiiTRAIL-Rl 


kass (1/Ms) 


kdiss (1/s) 


Kg (nM) 


1-13 


1. 08X10^ 


4. 58X10-" 


4. 24 


2-6 


1. 62X10* 


1. 86X10-" 


1. 15 


2-12 


1. 63X10* 


7. 80X10"" 


4. 79 
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hirLTRAIL-R2 


kass (1/Ms) 


kdiss (1/s) 


Kd (nM) 


E-11-13 


5. 27X10* 


3. 84X10-* 


0. 0729 


L-30-10 


6. 13X10* 


1. 44X10"* 


2. 35 


H-48-2 


5. 75X10* 


1. 58X10-* 


2. 75 


F-4-8 


5. 63X10* 


7. 05X10-" 


1. 25 


W-40-6 


1. 74X10* 


2. 92X10"* 


16. 8 


X-14-4 


6. 55X10" 


2. 93X10"* 


44. 7 



(1) E-11-13. L-30-10. E-AS-2ifii^m^l^(DcBNA^U~~>^'tmm.^^^ 

A-rr/U K-VE-ll-13. L-30-10. H-48-2^ lOng/ml Recombinant Human IL-6 
(R&D Systems^®). 10% Low IgG Fetal Bovine Serum (HyCloneaM) ^^eRDF 

mMMcD-njmMmcD^ u — ~>^\t^ SMART RACE cDNA amplification Kit 
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5|ig®total mk^mmhi^X. Ist strand cDNA^-mMbfec 

1) 1st strand cDNA co^^ 

Total RNA S^g/SMl 
5'CDS Ipl 
SMART oligo Ijal 

SXBuffer 2^1 
DTT i^il 
DNTP mix 1^1 
Superscript II Ijal 

^^iz. lOOnlc^Tricine Buffer^in;l7t^. 12°C'V 7 ^m-i >^^^— hV. 
1st strand cDNA^:^#L75:o 

2) PCR^::J^'5MII3tfi^^ @Mjtfe^®ii'f'SS:rJ^^fimx.^#:^li^i7^"©;^ 



cDNA©iiiiiSiCtt> TakaralfcOZ-TaaSr^ViTto 

cDNA 2iil . 
lOxZ-Taa Buffer 5^1 
dNTP mix 4^1 
Z-TaQ l|al 
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mmoDmmizi-l. UMP (smart race cDNA amplification Kit ; ^u — y^y^ 
a®) thh-ey^^^— (5'-GGT CCG GGA GAT CAT GAG GGT GTC CTT-3') " (SH^J 
#-^7) ^ffiVi, 98°C1#. eS^CSOfjlxDit'f ^;i/^30lHl^DMUfCo ^Sfcs z. 
(DKmmilxl^mmiily. NUMP (smart race cDNA amplification Kit ; ^D — 
yy^yi^^±m) y^-T^- (5'-GTG CAC GCC GCT GGT CAG GGC GCC TG- 

3') (m^mns) ^^ViT. 98t:i#. 68VS0^<D-^^ ^J]^^20Mm^MVr:i. 
^(DWi. ii'l'Ib/^:PCR:S4^^PCR purification kit (^T^^^>^fc®) izJ^VW 
Mb, hli-4 (5'-GGT GCC AGG GGG AAG ACC GAT GG-3') (iB^iJ#-^9) ^y"^^ 
V— tbX. i^^SH^Jco^^^ff ofco mnmR^^^s E-11-13. L-30-10. H- 

48-2© 3 ^ u—>u'Nmmm(Dmnf)^-'MLiyX^^^^t-^^^-^-^'Drcrc^.i)-^i7 

tnH48KBgl(5'-ATA TAG ATC TCT CAG TTA GGA GCC AGA GGG AAC C-3') 

#Se^:7°^-r -7— .htnCHNhe (5'-GAT GGG CCC TTG GTG CTA GCT 
GAG GAG ACG G-3') (@H^J#^11) V^TPCR^ff (98°C1#. 60°C30 

72t:30#) , fiiliiijiScDNAKJt^SalK Nhel-^^i^fb m—mmXM^-^ri 
T Vi7tN5KGl-Val Lark^^J^^— (IDEC Pharmaceuticals, N5KG1 (US patent 
6001358) (D^^^-^^—) izmXiyTz-o ^fA^tiTciSMT^^^^direct seauenceJc 

^^^iz^r^mmi^rcio 

mMU. UMP (SMART RACE cDNA amplification Kit ; ^ u — >y-y i^^m) t. 
hk-2 (5'- GTT GAA GCT CTT TGT GAC GGG CGA GC -30 (iB^il#-^12) 
y°^-(^~^m^X. 98t:i#, 68°C30#Oit-r i7;i/^30Ili^DjgbXiiil)Sb;feo 
-^^IZ. HOR^SIK 1 ^il^^M t b. NUMP (SMART RACE cDNA amplification 
Kit ; i7U~yy^y^ t hk-6 (5'- T GGC GGG AAG ATG AAG ACA GAT 
GGT G-3') (I3^J#^13) §ffll/iT. 98*0 1 68*0 30#(D it •< 20111^ 
DSbfeo C®^. iiijigbfcPCR^et/^PCR purification kit i^T^^>^ 
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@) IZ^K) L-^ llk-6 (5'-tggc ggg aag atg aag aca gat ggt g-3') !7°'^-l' — 

-^ — ^mmiyTcia tnH48Hsal (5'-ATA TGT CGA CTA GGG 

GGG GGG TTT CTG AGA GTC-3') (iB^J#-^14) ^-g-^b^ ^KDy"^^-^ — 

^fflViT. s^^i-::5^fp]/&^e> t)iB^ij^^^^b;^o ^itse^i/^-r ^tnckBsi (s'- 

AAG ACA GAT GGT GCA GGG ACC GTA CGT TTG AT-3') (@H^iJ#^ 15) ^ 
ffi V^TPCR^frl/^ (98'C1#. 60'C30#. 72°C30#) . mmm^cMkmh-^ 

<E-ii-i3 mm'^^mm.> cm^m-^ le) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCATCAGTAAAAGTTCCTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCTATTATAGTGGGAGTACCTTCT 
ACAACCCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGCCGCAGACACGGCTGTGTATTACTGTGCGAGACTGACAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAACCCTGGTCACCGTCTCCTCAGGTAGC 

<E-ii-i3 mm'^^mm> mmm^ n) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSIISKSSYWGWIRQPPGKGLEWIGSIYYSGSTFYNPSLKSRVTISVDTSK 

NQFSLKLSSVTAADTAVYYCARLTVAEFDYWGQGTLVTVSSAS 
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<E-11-13 iglIpJ^M^> (1BM#-^ 18) 

TCACAGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACT 
CTGGCTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGA 
AAGAGCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGG 
CCAGGCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCATCCCAGCCAGGTTCAGTGGCAG 
TGGGTCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCA 
GCAGCGTAGCAACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<E-11-13 mm'^MMM> (SB^iJ*-^ 19) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 
AWYQQKPGQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDEAVY 
YCQQRSNWPLTFGPGTKVDIKRT 

(Dr^:=.y (A) ai462#@®i>'y::^> (g) r ^ y mMm\z.^\f> 

x^. i45#acDT^:::> (A) m^timn^mT:^^ o fiis^nfcamseKcDN 

@liDNA©«iRli$^.'^^5. iB^iJ#-^ 18® 5" ^m-^ B 35# @ (DA^^ ^ATG 
3F>T^&D> ■pJ^M:^J15'7K$i:^^e.415#@®T5^~:=.> (A) ^Tlfab^o 

#^i9o[)2i#a©^';i/i$^^ >M (E) 'c$>^^t'fy^m^^^tr^^rz.o 
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<L-3o-ioaiinr^M:^> (@h^'J#-^2o) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGTTGCAGCTGCAGGAGTCGGGCCCAGGAGTGGTGA 
AGCCCTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGGAGTAACTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAATGTCTATTATAGAGGGAGCACCTACT 
ACAATTCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGTCGCAGACACGGCTGTGTATTACTGTGCGAGACTGTCAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAATCCTGGTCACCGTCTCCTCAGCTAGC 

<L-3o-io mm'^^mm> (ib^ij#-^ 21) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSISSRSNYWGWIRQPPGKGLEWIGNVYYRGSTYYNSSLKSRVTISVDTS 

KNQFSLKLSSVTVADTAVYYCARLSVAEFDYWGQGILVTVSSAS 

<L-3o-io mm'^^MM> (i3^ij#-^ 22) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACTCTGG 
GTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCTTGTAGGGCCAGTCAGAGTGTTAGCAGCTTCtTAGCCTGGTACCAACAGAAACCTGGCCAG 
GCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCAGCCCAGCCAGGTTCAGTGGCAGTGGG 
TCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCAGCAG 
CGTAGCGACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<L-30-10 ^II'5I^M^> (@B^J#-^ 23) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 

AWYQQKPGQAPRLLIYDASNRATGSPARFSGSGSGTDFTLTISSLEPEDFAV 

YYCQQRSDWPLTFGPGTKVDIKRT 
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(DT^:z.y (A) ai462#@0^'Tn> (G) mz^W^-^. 7 ^ / mUm\z.^\^^ 

y (Signal P ver. 2) }::ckD. «M©i^i>'^:^>'Ha^iJtM^y#-^21®N*^ J; D 26 
#@cr)-tU> (S) ^-e^^aij^tifco M®$nfeaiigSM(DN*^^^^ff{c:J::D. 
aSI(D->i7^:t-;HB^Jt^i5^iJ#-^21(DN*iE^cfcD26#@©-feU > (S) ST'-eabD> 
^^#:©N5^)^m2^J#-^21®27#@®^^;i/i«7^> (Q) Z. htim ^ fJ^ 

^mDNA®lilR^$^j^^l. IH^J»-^22©5'5^^^y!:>^^31»@<DA/?>^&«D^§ATG 
n>?>TfeD. Rl^MJt^^i5'5^^/5^6411#S(Dy^^-> (A) ^-eTfe^o 
y ^BH^JfccfeV^T. Rj^M^«Sa^J»-^23®N7|5i^;0^e>127#@(JDU (K) ^ 

^!l#-^23ON7^i^<j^D20#@(^)^^U (G) ^"Tr-e^D. Sgfli#:®N7fe^^^@2M 
#-^23(D21#a(D^7^;U^^>^ (E) -e^-S^chT^^^ggS/S^iifcCoTCo 



<H-48-2mSIpI^Mit> (iH^J#-^24) 

TCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCCT 
CCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGAA 
GCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGTAGTTACTACTGGGG 
CTGGGTCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCCATTATAGTGGGAGTACTTTCTA 
CAACCCGTCCCTCAAGAGTCGAGTCACCATTTCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGAG 
CTCTGTGACCGCCGCAGACACGACTGTGTATTACTGTGCGAGACAGGGGTCTACTGTGGTTCGGGGAGTTTA 
CTACTACGGTATGGACGTCTGGGGCCAAGGGACCACGGTCACCGTCTCCTCAGCTAGC 
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<H-48-2 mm.'^^mm> (@h^j#-^ 25) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSISSSSYYWGWVRQPPGKGLEWIGSIHYSGSTFYNPSLKSRVTISVDTS 

KNQFSLKLSSVTAADTTVYYCARQGSTWRGVYYYGMDVWGQGTTVTVSS 
AS 

<H-48-2 mm'^^mm> mnm^- 26) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAACCCCAGCGCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACGCAGTCTCCAGGCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTGCTGCAGGGCCAGTCAGAGTGTTAGCAGCAGCTACTTAGCCTGGTACGAGCAGAAACCTGGC 
CAGGCTCCCAGGCTCCTCATCTATGGTGCATCCAGCAGGGCCACTGGGATCCCAGACAGGTTCAGTGGCAGT 
GGGTCTGGGACAGACTTCACTCTCACCATCAGCAGACTGGAGCCTGAAGATTTTGCAGTGTATTACTGTCAG 
CAGTATGGTAGCTCACCTCTGTACACTTTTGGCCAGGGGACCAAGCTGGAGATCAAACGTACG 

<H-48-2 um'^^mm> (ia^j#-^ 27) 

METPAQLLFLLLLWLPDTTGEIVLTQSPGTLSLSPGERATLSCRASQSVSSS 
YLAWYQQKPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDF 
AVYYCQQYGSSPLYTFGQGTKLEIKRT 

(DT^-y (A) .t485#@®^'T-> (G) miz^m-t^o T ^ 7 miH^J^^^ 

i53#s©y^r:> (A) i^m:^mnmm'c^^o Mi^i^mm^mv y h ^ X. 

T (Signal P ver. 2) IZ^^V). alIcDS/^^:^;H2M^^@H^|J#^25®N7^^J; D 26 
#@®-fe'J> (S) ^l?<JiMi$nfc„ «M$n7caiiMeK©N5^j^:$i'|if{cJ;D. 
aiI®>'57^:^-;i/@3?iJ^l@H^J#-^25®N7^^JcD26#@©-kU > (S) STTabD, 

4 
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mmmkcD taiR r?s ^^.-^ji . la # 2 e © 5 • 5^$^ & 3 1 # a cd A/O^ e> a c ^ ^ atg 

#-^27®21#e©^7^;i/iS7^ >^ (E) T&'S ;i<h 55^*0^ ^/O^^/cto 7c o 

( 2 ) 0304M#:jtiH^®cDNA^ a~-->^'^mm^^^-i'^m 

300 ng RNA e Oligotex™-dT30<Super> ( S fi 3t & S ) iZ X i3^g(D 
polyA-'RNA ^ # = # e> n TcpolyA+RNA ^MUhVX SMART RACE cDNA 
Amplification Kit (^7 n — ^ ;tf >/1 " — t±M) ^ffiV^X^ -^©^.#©1^ 

#bfCo WMbfepolyA-^RNAl.Ong^^Jl^^bT, 

IgGlp. hmm : hk-2) ^SMART RACE cDNA Amplification Kit#M©UMP 

y^-f-T— (-a-^igbfecDNA©5'*«{c:f^®$n^^jlSH^!J{ctSM6i)7d::rU rfp? 
^ l/:t^F) ^:/^-r x'—- fey h.hLT^^fflLPCRfccfc'SHmU-^^iB^jaiW^ 

-T) (Diiifil^fTofeo PCRtl> LA PCRfflTaq DNA Polymerase T ^ 
TaKaRa LA Taq™ (SMjta®) ^^mVTco hDNA^l x LA 

PGR Buffer IlCMg'"" plus) > dNTP Mixture ^400 iiM (MHiiiJ^) ^ ^^-^7 — 
2@#0.2 iiM. TaKaRa LA Taq 2.5 U/50 iil^-^^y^MfC^JP UT^ ^ y 5^^^^ 
>PCR (94t: 5 #J^rJ^^72°C 3 (5tf--r^;i') ^94°C 5 70t: 10 # 
D^72°C 3 (5it-r^;i/) ^94°C 5 GS'C 10 # 72°C 3 (20it 

^i^jv) ) TRj|;:Lrco i^ii'sUfePCRilf>tJt. x^y— ;i'lt^TiiiiRbfcm. 
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QIAquick Gel Extraction Kit ( ^ T > & ) T ffi M b = H M b HV*5 
^ IS IN Wr }i IZ X . ABI PRISM® 3700 DNA Analyzer ( Applied 
Biosystems&M) bTDNAi^^lB^U^^^ bfe„ ^fe. HYRnhVO^m 

^mh-l^. ^n^'nTA^ □-n>^lS^ffl V^'&pGEM®-T Easy Vector System 

DNAlC-OV^T-f >-y— hDNA©:^SMH^J^^?WbTPCIi:gt)0DitJ5 — ^r>X 
^tfM^^iibi^bfeo DNA:^*iB^J^SOfeie)(^ffiVi;^cy-^-r ^-©IH^J (H 
IS : hh-4> Lil : hk-5:&l/hk-6> J^t;pGEM®-T Easy Vector^ : SP6^T7) IS 

FGRXm^M\^T<io m^^tay'^'i — S8 (C23LBCL:&D^C23LBsi) 

*Bgi ii-Trii'fbmiiL/. w.izBsiw IX CD mmnikm^n^^. n— 

^1<i!]-ef>J400bp©Kfjt^|HlJRb. ^ >y^>^^l/i^DNAi»^^>;/ M?&-f)QIA 
quick Gel Extraction Kit (^T^^^^S) JCTMMbT^o ffi;^, ^^^i^^ — 

^ -i) N5KG4- Val Lark (IDEC Pharmaceuticals, N5KGi (US patent 6001358) 

(D^m^i7^—) iz-Di^^xitmrnizmmmmBgi m bsiw ms^M^^ff 

i£U >m'fl::iiO:ai:b T Alkaline Phosphatase coli C75) (^ffijt^h 
M) JCXMaUfem}::. T:^fD — 7v^^;i/«»1cRj^:DNA*fM4^^:/ hT^Skbii® 
DNA^lElJRbfeo ;nn&20©i(fjt&T4 DNA ligase V^X ^-f ~> a > 
UT. :^MKDH5a^#AbT?^Mfe^#:^#feo N5KG4-Val Lark \Z0S04in, 
#:LII® U— :y-+pT^M^^/^;^'#A$nfey^X5 FDNA. N5KG4-0304L^g 
^ U r # Air jtilffl^DNAi^^SH^J ^^fe^ b TDNAit^lB^'J (C^m#/C/^YcJ: ^1 
t^mmi^Tco d-S bT#e.nfeN5KG4-0304L{CHiIpI^Mi^^^#A-r^fe 
.Js6. HDNA^0J|5S#^Nhe I. :^ZS. Sal ITjIi^-^llr ^\ZM 
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■i^^FCR^-mUVr^o M^^(Drcisb(Dy°^^ -^ — ty h (T0304Sai:&D^T0304Nh 
e) (D^^i^&SlZ^VTca 



;i<h^?Sf^^bfeo 

<0304milpr^Mi^> (iE^J#-^28) 

CTCAACAACC ACATCTGTCC TCTAGAGAAA ACCCTGTGAG CACAGCTCCT CACCATGGAC 

TGGACCTGGA GGATCCTCTT CTTGGTGGCA GCAGCTACAA GTGCCCACTC CCAGGTGCAG 

CTGGTGCAGT CTGGGGCTGA GATGAAGAAG CCTGGGGCCT CAGTCAAGGT CTCCTGCAAG 

ACTTCTGGAT ACACCTTCAC CAATTATAAG ATCAACTGGG TGCGACAGGC CCCTGGACAA 

GGACTTGAGT GGATGGGATG GATGAACCCT GACACTGATA GCACAGGCTA TCCACAGAAG 

TTCCAGGGCA GAGTCACCAT GACCAGGAAC ACCTCCATAA GCACAGGCTA CATGGAGCTG 

AGCAGCCTGA GATCTGAGGA CACGGCCGTG TATTACTGTG CGAGATCCTA TGGTTCGGGG 

AGTTATTATA GAGACTATTA CTACGGTATG GACGTCTGGG GCCAAGGGAC CACGGTCACC 
GTCTCCTCA 



<0304MSIbJ^M^> (iS^J#-^29) 
MDWTWRILFL VAAATSAHSQ VQLVQSGAEM 
GQGLEWMGWM NPDTDSTGYP QKFQGRYTMT 
SGSYYRDYYY GMDVWGQGTT VTYSS 



KKPGASVKVS CKTSGYTFTN YKINWVRQAP 
RNTSISTAYM ELSSLRSEDT AVYYCARSYG 
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GAGGAACTGC TCAGTTAGGA CCCAGAGGGA 

CTCCTGCTAC TCTGGCTCCC AGATACCACC 

ACCCTGTCTT TGTCTCCAGG GGAAAGAGCC 

AGCAGCTACT TAGCCTGGTA CCAACAGAAA 

GATGCATCCA ACAGGGCCAC TGGCATCCCA 

GACTTCACTC TCACCATCAG CAGCCTAGAG 

CAGCGTAGCA ACTGGCCGCT CACTTTCGGC GG 



ACCATGGAAG CCCCAGCTCA GCTTCTCTTC 

GGAGAAATTG TGTTGACACA GTCTCCAGCC 

ACCCTCTCCT GCAGGGCCAG TCAGAGTGTT 

CCTGGCCAGG CTCCCAGGCT CCTCATCTAT 

GCCAGGTTCA GTGGCAGTGG GTCTGGGACA 

CCTGAAGATT TTGCAGTTTA TTACTGTCAG 
GGACCA AGGTGGAGAT CAAACGA 



MEAPAQLLFL LLLWLPDTTG EIVLTQSPAT LSLSPGERAT LSCRASQSVS SYLAWYQQKP 
GQAPRLLIYD ASNRATGIPA RFSGSGSGTD FTLTISSLEP EDFAVYYCQQ RSNWPLTFGG 
GTKVEIKR 



»@©-feU> (S) B»^T-r$>§o 3lfe™^J«j V :7 h i T (Signal P ve 

(Q) 'V$>^h<Dt^X^n^o 

mmmA(DmmmtihM.U. iH^J#-^30®5'*)^^^6>34#@®A}&^6«C^SATG 

■W$)^o m^f-mm^J^mv y h ^ j^r (Signal P ver. 2) mmozy^^ 
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8 -g-^KDNACDi^SlH^iJ 



N 
o 




mm (5' to 30 




mm 


1 

X 




X \ — i. X vJ J. Vw.v^.rTL\-.^^ X X VJ VJ X vJ X X vJ v_» X V_J VJ X X Vj X VJ 


J X llXCi 




9 








19 

X ^ 


3 


hh--4 


GGTGCCAGGGGGAAGACCGATGG 


23-mer 


9 








ju-mer 


'5 '7 
D / 


D 


JIK-O 




zo-mer 




f. 
\j 




n ATTTA nnTn a p a pt ata 


1 -7 lllCX 




7 


T7 


TAATACGACTCACTATAGGG 


20-mer 


39 


8 


C23LBCL 


ATCACAGATCTCTCACCATGGAAGCCCCAGCTCAG 
CTTCTC 


41-mer 


40 


9 


C23LBsi 


GGTGCAGCCACCGTACGTTTGATCTCCACCTTG 


33-mer 


41 


10 


T0304Sal 


GCGACTAAGTCGACACCATGGACTGGACCTGGAGG 

ATC 


38-mer 


42 


11 


T0304Nhe 


AGAGAGAGAGGCTAGCTGAGGAGACGGTGACC 


32-mer 


43 


12 


SEQU1783 


GGTACGTGAACCGTCAGATCGCCTGGA 


27-mer 


44 


13 


SEQU4618 


TCTATATAAGCAGAGCTGGGTACGTCC 


27-mer 


45 



(3) mTRm»m^f'o:>cmk^u—->^ 

300 ^ig®RNA;()^e>Oligotex™-dT30<Super> (SMjgSlS) {C<j:;Dl3jjg 
®polyA^RNA^#feo ni^polyA-'RNA^ #4 <h bT SMART RACE cDNA 
Amplification Kit (i^ D — >^ ^J? >/1 - — ft®) S^V^X. ^©^#©1^ 

#U7Cc fflMbfcpolyA*RNA1.0Mg^^-^^^t•T. 

IgGlp> LilM : hk-2) t SMART RACE cDNA AmpHfication Kit#JS®UMP 

y^-r-T— (^mi^±c-DNA<D5'^mizipm-^n^^mmmzmwmf3::tv 

f) ©ii'Pg^ffoJfeo PCRtt. LA PGR^Taq DNA Polymerase 
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TaKaRa LA Taq™ (SMita®) ^mmhtco 5^ > :/ l^- h DNA^ 1 x LA 
PGR Buffer II(Mg2+ plus) > dNTP Mixture #400 |liM iM^MM) . 7°^'f'7— 
2ffi#0.2 pM. TaKaRa LA Taq 2.5 U/50 jil^^ty^f^fCy^Jn bX. ^ ^^z^^:^'"^ 
>PCR (94°C 5 ^IlU12V. 3 (Sit-fi^jl.) 5 70°C 10 # 

lK72r 3 ^ {b-^-i ^)V) ^94°C 5 68°C 10 # 72''C 3 'j^ (20+1- 

QIAquick Gel Extraction Kit (^ry>1±M) fcTliMbfeo li^bfeHV*5 
cfc D^' LV if M- tC -i:) T , ABI PRISM ® 3700 DNA Analyzer (Applied 
Biosystemsafi) ^^ffi b TDNAii^MB^J ^^^^ b fe= ^fc, HV&ZJ^LV®Jt 
iliifjtl^. ^n^'nTAi? n — - >^li^^V:^§pGEM®-T Easy Vector System 

DNA O V i T > -y— h DNA© IB^'J ^ t/f b TPCR^ moU^^i^—^ > 7. 
m^m^iiitWil^t^o DNA*g»iH^iJ^^.©;^ie)fC^Vi;fey-^-r N'-^SB^iJ (H 
m-. lih-4> LSI : hk-5:S:lJ^^hk-6> S.t/pGEM®-T Easy Vector^ : SP6<hT7) 

□—:=:> ^ © n — > a:>-D^AUMmnMW^mt.^±\z — ^ b ;t o 

^^^X^fcKMTRlj^HlSiC^^T^ b hS;#:me^ cDHii:&r/LlI©DNA:^S@a 



<I{MTRiaiSpJ^M«> 
GAGCTCTGAG AGAGGAGCCC 
CTGAACAGAG AGAACTCACC 
TAAAAGGTGT CCAGTGTGAG 
GGAGGTCCCT GAGACTCTCC 
GCTGGGTCCG CCAGGCTCCA 
GTGGTAGCAG ATACTACGCA 
CCAAGAACAC GCTGTATCTG 
ACTGTGCGAA AGAGAGCAGT 



AGCCCTGGGA TTTTCAGGTG 
ATGGAGTTTG GGCTGAGCTG 
GTACAGCTGT TGGAGTCTGG 
TGTGCAGCCT CTGGATTCAC 
GGGAAGGGGC TGGAGTGGGT 
GACTCCGTGA AGGGCCGGTT 
CAAATGAACA GCCTGAGAGC 
GGCTGGTTCG GGGGCTTTGA 
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TTTTCATTTG GTGATCAGGA 
GCTTTTTCTT GTGGCTATTT 
GGGAGGCTTG GTACAGCCTG 
CTTTAGCAGC TATGCCATGA 
CTCAGCTATT AGTGGTAGTG 
CACCATCTCC AGAGACAATT 
CGAGGACACG GCCGTATATT 
CTACTGGGGC CAGGGAACCC 
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TGGTCACCGT CTCCTCA 

MEFGLSWLFL VAILKGVQCE VQLLESGGGL VQPGRSLRLS CAASGFTFSS YAMSWVRQAP 

GKGLEWVSAI SGSGGSRYYA DSVKGRFTIS RDNSKNTLYL QMNSLRAEDT AYYYCAKESS 

GWFGAFDYWG QGTLVTVSS 

<mTRmm'^^mm> (gB^!j#-^34) 

GATCTTAAAA GAGGITCTTT CTCTGGGATG TGGCATGAGC AAAACTGACA AGTCAAGGCA 
GGAAGATGTC GCCATCACAA CTCATTGGGT TTCTGCTGCT CTGGGTTCCA GCCTCCAGGG 
GTGAAATTGT GCTGACTCAG TCTCCAGACT TTCAGTCTGT GACTCCAAAG GAGAAAGTCA 
CCATCACCTG CCGGGCCAGT CAGAGCATTG GTAGTAGCTT ACACTGGTAC CAGCAGAAAC 
CAGATCAGTC TCCAAAGCTC CTCATCAAGT ATGCTTCCCA GTCCTTCTCA GGGGTCCCCT 
CGAGGTTCAG TGGCAGTGGA TCTGGGACAG ATTTCACCCT CACCATCAAT AGCCTGGAAG 
CTGAAGATGC TGCAGCGTAT TACTGTCATC AGAGTAGTAG TTTACCGATC ACCTTCGGCC 
AAGGGACACG ACTGGAGATT AAACGA 

mjumm'^^mmy (bhm#-^35) 

MSPSQLIGFL LLWVPASRGE IVLTQSPDFQ SVTPKEKVTI TCRASQSIGS SLHWYQQKPD 
QSPKLLIKYA SQSFSGVPSR FSGSGSGTDF TLTINSLEAE DAAAYYCHQS SSLPITFGQG 
TRLEIKR 

^^C^^ATG3I H>Tfe 5'7^$^;0^6 497#@®T5'^:::> (A) ^T;0^^ifL#: nJ^ 
#@©-lrU> (S) m^^'C'V$>^o ae™^JM'JV:7 h'>a:T (Signal P ve 

(E) •vh^'ho^tmA.^n^o 
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mmmk(Dmmmih}^M. sb^ij#-^34<z)5' ^m^-^ b 66#@ ©a:^^ e> c ^ -satg 
ymmmz.:i5^^x. ~^mmmitm^mm5m^^ii^Bn6mm(DOi^> (k) ^ 

TTab^o m.i^=?-mm^m\'J y 3^7 (Signal P ver.2) JCckD. ^lIcDi^if 

(ATCC CRL-9096) ^/BV^Tco ^^IHIS^®^^ iS' — ©^SA^^x I/^ h 

o-Rad electrophoreter^t)-feViT350V, 500nF©^#T. 4xl0^ffl©CHOIfflBS(:ijl 
-e^^^Ab. 96well culture plate{cMab;to fl^^^iS^ — ©MiRT— — 

mmm 1 6 iam^Min:#: iz^^ mmm ^zm-t § lais^^^^tt 

mmm 1 5 e> # e> nfciam ;^ m t h mTRAiL-Rz^ y —^jvm.^ ^m\^^x. 
±mmmmx ^^zo\o2Q5 (atcc no. ccL-222) izM^^mMmmmmi^^mM 

M) iZ^mi^rco 37°C. 5. 0%^^:^3XTT240tr9ltt*bfc^, *»iSiJT:#:Ell (CHO 

-3). EA8 im-S) ^mmmiO. 100. 1000. 10000iig/ml{c:/^§J::-5(;:iOAl/'^a:;V 

-ejn^> •^B\z-Y^1^\ihlgG{r)^^m^V ^n~i-jv^^ (^yif^-^m ^ 
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aD SYSTEMSaS) ^mmmu lOng/mlT^^bfeo I^'14i3 > h n-;Va: bT, t 
hifcrtHSAin;#:^^ffl bfeo 37°C. 5. 0%M^:«^XT-r48B#rp1±g«bfe^. MTSiS^ 
(Cell Titer 96 AQueobs Non-Radioactive Cell Proliferation Assay: y°u^ 

7°c. ^.Q%mm.:»^:^T'V2mmmmhrzm. mm^Qm (#E!i^^fi630nni) 

ytm^-^-f ^u:/U-hU-y- (1420 ARVO '^JP^^<JV:^0>^— : WALLAC 



11a. 11 b(C^To El 1 1 ait-^^ifi^i hlgG ir) W^&d^V ^ 

01 lack ffim^Min:#:T^-5.Ell (CHO-3). H48 (CHO-3) fm#:^&<Z)Btlr 
llbcfcD. -V^^t hIgG(r)#MK}:^U :^n-:^;VtrL#:^»nbfc±J^. A 



^ 1 : 



mmm^ 3 : -^^dna 
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m^m^ 5 : ^mwA 
iH^j#^ 6 : ^mm 

@B^|J#-^ 8 : ^0^Wk 
IB^iJ*-^ 9 : -^fifeDNA 
M2^J#-^ 1 0 : -a-fiSoDNA 

mmm^ 1 1 : -^skdna 

i3^J#^ 1 2 : -^^DNA 
IB^iJ#-^ 1 3 : -^fi^DNA 
@3^iJ#^ 1 4 : -^^DNA 

sa^j»^ 1 5 : ^m)M 

m^m^^ 3 6 : ^mmk 
mmm^ 3 7 : 

iB^iJ#-^ 3 8 : -g-^KDNA 

mmm^ 3 9 : ^m)m 

ia^J#-^ 4 0 : -a-fifeDNA 
iB^J#-^ 4 1 : -a-^DNA 

mmm-^ 4 2 • -a-^SDNA 

Me^J#^ 4 3 : -a- ISDN A 
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